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GENERAL INTRODUCTION 

American Chemical Society Series of 
Scientific and Technologic Monographs 

By arrangement with the Interallied Conference of Pure and 
Applied Chemistry, which met in London and BruseclB in July, 
1919, the American Chemical Society was to undertake the pro- 
duction and publication of Scientific and Technologic Mono- 
graphs on chemical subjects. At the same time it was agreed 
that the National Research Council, in cooperation with the 
American Chemical Society and the American Physical Society, 
should undertake thfe produt^tion and publication of Critical 
Tables' of Chemical and Physical Constants. The American 
Chemical Society and the National Research Council mutually 
agreed to care for these two fields of chemical development. The 
American Chemical Society named as Trustees, to make the nec- 
essary arrangements for the publication of the monographs, 
Charles L. Parsons, Secretary of the American Chemical Society, 
Washington, D, C. ; John E. Teeplc, Treasurer of the American 
Chemical Society, New York City; and Professor Gcllert Alie- 
man of Swarthmore College. The Trustees have arranged for 
the publication of the American Chemical Society series of (a) 
Scientific and (b) Technologic Monographs by the Chemical 
Catalog Company of New York City. 

The Council, acting through the Committee on National Pol- 
icy of the American Chemical Society, appointed the editors, 
named at the close of this introduction, to have charge of eecur- 
ing authors, and of considering critically the manuscripts pre- 
pared. The editors of each aeries will endeavor to select topics 
which are of current interest and authors who are recognized as 
authoritiee in their respective fields. The list of monographs thus 
far secured appears in the publisher's own announcement else- 
where in this volume. 

The development of knowledge in all branches of science, and 
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ii GENERAL INTRODUCTION 

especially in chemistry, has been so. rapid during the last fifty 
years and the fields covered by this development have been so 
varied that it is diEBcult for any individual to keep in touch with 
the progreBB in branches of science outside hia own specialty. 
Id spite of the facilities for the examination of the literature 
given by Chemical Abstracts and such compendia as Beilstein's 
Handbuch der Organischen Chemie, Richter's Lexikon, Ostwald's 
Lehrbuch dcr AUgemeinen Chemie, Abegg's and Gmelin-Kraut'a 
Handbuch der Anorganischen Chemie and the English and 
French Dictionaries of Chemistry, it often takes a great deal of 
time to coordinate the knowledge available upon a single topic. 
Consequently when men who have spent years in the study of 
important subjects are willing to coordinate their knowledge 
and present it in concise, readable form, they perform a service 
of the highest value to their fellow chemists. 

It was with a clear recognition of the usefulness of reviews 
of this character that a Committee of the American Chemical 
Society recommended the publication of the two series of mono- 
graphs under the auspices of the Society. 

Two rather distinct purposes are to be served by these mono- 
graphs. The first purpose, whose fulfilment will probably render 
to chemists in general the most important service, is to present 
the knowledge available upon the chosen topic in a readable 
form, intelligible to those whose activities may be along a wholly 
different line. Many chemists fail to realize how closely their 
investigations may be connected with other work which on the 
surface appears far afield from their own. These monographs 
will enable such men to form closer contact with the work of 
chemists in other lines of research. The second purpose is to 
promote research in the branch of science covered by the mono- 
graph, by furnishing a well digested Eur\'ey of the progress aU 
ready made in that lield and by pointing out directions in which 
investigation needs to be extended. To facilitate the attain- 
ment of this purpose, it is intended to include extended references 
to the literature, which will enable anyone interested to follow 
up the subject in more detail. If the literature is so voluminous 
that a complete bibliography is impracticable, a critical selec- 
tion will be made of those papers which are most important. 

The publication of these books marks a distinct departure in 
the policy of the American Chemical Society inasmuch as it is a 
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GENERAL INTRODUCTION iii 

serious attempt to found an American chemical llteratm^ with- 
out primary regard to commercial considerations. The success 
of the venture will depend in large part upon the measure of co- 
operation which can be secured in the preparation of books deal- 
ing adequately with topics of general interest; it is earnestly 
hoped therefore that every member of the various organizations 
in the chemical and allied industries will recognize the impor- 
tance of the enterprise and take sufGcient interest to justify it. 
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PREFACE 

Although the chemical nature of vitamins ia atill unknown 
much of both scientific and practical importance has been learned 
r^arding them, and the present work is designed to summariEe 
thia knowledge in as judicial a manner as possible. To those 
who "don't believe in vitamins because we have never seen one" 
or who hold that we know nothing about them chemically be- 
cause no structural formula can yet be assigned, we would com- 
mend the view of Hopkins that it is easier to sympathize with 
the farmer who will believe in vitamins only when their price per 
hundredweight can be quoted in the market than with the scien- 
tific man who refrains from an endeavor to appraise their im- 
portance until they have been separated in pure condition. "To 
be logical he should then avert his eyes from such agents as 
toxins and antitoxins, not to speak of enzymes; powerful realities 
all of them, which thou^ of unknown constitution by no meana 
elude objective and quantitative study." It is hoped that the 
present work may do something to stimulate such quantitative 
research as distmguished frcnn the merely qualitative tests which 
have now largely served their purpose, and at the same time may 
serve to present the chief facta now known in aucb a way as to 
show their true significance and avoid exaggerated impressions. 
To thia end the non-technical reader may perhaps be advised 
to read the last chapt^ first. 

The greater part of the text was written near the middle of 
the year 1921 but on a few points we have been able to brit^ our 
summary down to about the end of that year, thus covering the 
work of the decade since the term was introduced and the con- 
ception of the vitamins began to be current. A carefully selected 
alphabetical bibliography of about one thousand titles is in- 
cluded. Names and dates are so used in the text that the reader 
may readily locate original places of pubhcation by turning to 
the bibliography, the need of foot-note references beii^ thus 
avoided. It is hoped that this bibliography will suffice to put 
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the reader in touch with practically all of the more sigmficant 
literature of the vitamins to the end of 1921. The writers will 
be glad to be notified of any serious omissions in case a second 
edition should be called for. 
Januaiy 3, 1922. 
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THE VITAMINS 

Chapter I. 

Historical Introduction to the Vitamin Theory. 

Until recent years the discussion of foods and nutrition from 
the chemical point of view waa hampered by the embarrassii^ 
fact that all attempts at prolonged feeding upon artificial 
mixtures containing the substances known to be necesBary in 
nutrition had ended in failure. Nor were such feeding experi- 
ments any more successful when great care was devoted to the 
chemical purity of the subetances fed. Whether nutritive failure 
resulted from the need of other substances than those known as 
essential, or from faulty selection or quantitative combination 
of the nutrients entering into the artificial food mixture remained 
obscure until the work of Hopkins in England and of Osborne 
and Mendel and McCoUum and Davis in this country made it 
clear that a natural food supply furnishes, and normal nutrition 
requires, other substances in addition to proteins, fats, carbo- 
hydrates, water, and salts. With this fact now convincingly 
established, it is easier to see that it was foreshadowed by many 
earlier observations than it is to say definitely when or by whom 
the existence of the substances now known as vitamins waa 
discovered. Our present "vitamin theory," or point of view in 
regard to this branch of food chemistry, is rather the product of 
development than of any isolated discovery, and much of this 
development antedates the introduction of the word vitamin. 

Evidence from Observations upon Diseue. 

As early as 1720 Kramer wrote in his Medecina Castrensis 
that neither medicine nor surgery could give relief in scurvy. 
"But if you can get green vegetables; if you can prepare a 
sufficient quantity of fresh antiscorbutic juices, if you have 
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orangeg, lemons, citrons, or their pulp and juice preserved with 
whey in cask, so that you can make a lemonade, or rather give 
to the quantity of 3 or 4 ounces of their juice in whey, you will, 
without other assistance, cure this dreadful evil." And Lind 
cfHifirmed this doctrine by well controlled experiments upon 
human subjects. As surgeon of the Salisbury he had during one 
voyage twelve scurvy patients without sufficient supplies of 
oranges and lemons for them all. He therefore gave all the 
patients the best care and housing that the circumstances per- 
mitted, and to two of them he gave oranges and lemons while 
others received cider, cream of tartar, elixir of vitriol, or other 
medicaments which had been recommended by different medical 
writers of that day. The men receiving oranges and lemons 
made rapid recovery, those having cider showed improvement, 
while the different medicines tried were found to be without 
effect upon the scurvy. With these and other experiences in 
mind, Lind, writing in 1757, pointed out that while lemon juice 
retained its antiscorbutic property sufficiently well to make it 
useful for long voyages, there was no hope of preventing scurvy 
by means of dried spinach since this had lost during its prepa- 
ration "something contained in the natural juices of the plant" 
which "no mobture whatever could replace." ,^he idea that the 
antiscorbutic properties of certain foods is due to some definite 
(though not yet identified) thing, was again clearly stated by 
Budd who in 1847 ascribed the action of antiscorbutic foods "to 
an essential element) which it is hardly too sanguine to state, will 
be discovered by organic chemistry or the experiments of 
physiolog;ist8 in a not far distant future" (Hess, 1920). 

In 1801 the regular issue of a ration of lemon juice was made 
compulsory in the British navy and thereafter scurvy was a 
comparatively rare disease among British sailors, whereas a few 
years earlier thousands of cases were reported every year, 
(British Committee Report, 1919, p. 58.) The relative ease with 
which scurvy can thus be prevented under ordinary conditions 
doubtless cwitributed to delay the rigorous search for its cause. 

In the Japanese navy the disease beriberi was for a long time 
exceedingly prevalent. The number of cases sufficiently severe 
to be officially reported ranged annually from 25 to 40 per cent 
of the entire navy force during the years 1878 to 1882. At about 
this time Takaki (1885) became convinced that the diet had 
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aome relation to the dieease and eucceeded in having the ration 
modified in several reapects, the most important change being the 
substitution of barley for a considerable part of the polished 
rice which had previously been the chief article of food. Imme- 
diately following this change in the ration beriberi practically 
disappeared frcHU the Japanese navy. 

Eijkman in 1897 summarised the results of a large number 
of observations which he had made during 1890-96 upon "an 
illness of fowls similar to beriberi" which he was able to produce 
experimentally by feeding the fowls upon polished rice, and to 
prevent or cure by feeding an extract of the rice polishiogs. By 
means of systematic experiments he refuted the theories that 
beriberi might be due to the presence of pathogenic organimnB 
in the rice, to lack of mechanical stimulation of the intestine, or 
to insufficiency of total food value, protein, or salts. The 
explanation first offered by Eijkman was to the effect that the 
condition is a state of intoxication brought about by the metabo- 
lism of excessive quantities of starch and that in the silver- 
skin of the rice (and in some other foods) tliere is to be found 
a BubstaBce or substances which counteract the toxic products 
of the disturbed metabolism. As has been pointed out in the 
British Committee Report, the pharmacological bias thus given 
by Eijkman tq the interpretation of his observations resulted in 
obscuring the fact that he had here adduced experimental 
evidence of the presence in rice polishings and aome other foods, 
of a substance or substances playing an important part in 
nutrition and whose existence was previously unknown. 

Later Eijkman (1906) withdrew the hypothesis of a nerve 
poison and stated clearly that there is present in rice polishings 
a substance of a different nature than protein, fat or salts which 
is indispensable to health and the lack of which causes "nutri- 
tional polyneuritis," — this designation being used by Eijkman 
as the title of bis paper of this date. Thus the existence of an 
antineuritic substance as something different from the known 
foodstuffs but essential to normal nutrition was clearly discov- 
ered by Eijkman long before the term vitamin was proposed. 
Eijkman's excellent pioneer work in this field does not seem to 
have received the attention that it deserves, either from the 
chemical or the physiological point of view. Even as regards 
the cause and cure of beriberi, the significance of his work was 
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not generally recognized until after several years during which 
much new evidence i elating to the dietary origin of the disease 
beriberi and the substantial duplication of beriberi in the 
e^qKrimental polyneuritis of fowls was brought forward. Only 
a few of the investigations of this period can be mentioned here. 

Grijns, in 1901, showed that the polyneuritis of fowls, pro- 
duced by feeding polished rice, could be prevented by addii^ 
the native bean, katjang idjo {Phaseolvs radiatua), to the 
polished rice diet. Hulshoff-Pol (1902) then tested this bean 
and found it effective both as a preventive and curative agent 
in htmian beriberi. He emphasized: (1) that a diet consisting 
too largely of highly milled rice will produce beriberi, (2) that 
the disease can be prevented by the addition of beans to the 
diet, (3) that beriberi must be due to some deficiency in the diet 
since if the rice were toxic the disease could hardly be prevented 
simply by the addition of the beans. He then made a decoction 
of the beans which he showed to contain the substance needed 
for the cure of beriberi by the successful treatment of 18 
patients. As a further step he purified the decoction by precipi- 
tation with basic lead acetate and subsequent removal of the 
lead. With this purified preparation he cured four cases of 
human beriberi, and both cured and prevented the polyneuritis 
of fowls. Plainly these experiments afforded very strong evidence 
that the polyneuritis of fowls induced by feeding polished rice 
is essentially the same condition as beriberi and that both are 
due to the lack of a definite substance, which occurs in rice 
polishings, beans, and some other foods. 

Chamberlain and Vedder, of the United States Army medical 
commission for the study of tropical diseases in the Philippines, 
made considerable progress in the study of the chemical nature 
of the substance which prevents and cures beriberi in man and 
experimental polyneuritis in fowls. They found that this anti- 
neiuitic substance was soluble in water and in alcohol, dialyzable, 
moderately thennostable, more readily destroyed in alkaline 
than in neutral or acid solutions, and that it was neither sugar, 
a salt, an alkaloid, nor any of the organic phosphorus 
compounds nor amino acids which were available for their 
experiments. They believed that it was an organic base but 
not an alkaloid. 

The work looking toward chemical identification of the active 
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substance thus begim by Hulshoff-Pol and by Chamberlain and 
Vedder was then taken up by Funk, who in a paper published 
in December 1911, first claimed to have isolated the active 
substance in an approximately pure state. He gave to it the 
name beriberi vitamine. The name vitamme thus introduced 
by Funk was obviously designed to indicate that the substance 
in question was an amine essential to life or bearing special 
relaticmship to vitality. He believed this substance to be a 
combination of nicotinic acid with a pyrimidine base, and 
predicted that other substances would be found to bear the same 
relation to other "deficiency diseases" which this "beriberi 
vitamine" bears to beriberi and experimental polyneuritis. 

At practically the same time that Funk put forward this 
suggestion, Hoist and Frolich of Christiania published (1912) 
the results of several years of systematic work upon experimental 
scurvy. Because of its importance to the Norwegian fisherman 
and merchant marine, they had been interested in the study of 
ship beriberi and had felt that the application of laboratory 
experiments to human therapeutics and prophylaxis would rest 
upon a more satisfactoty basis if they could produce the disease 
experimentally in mammals in preference to fowls or pigeons. 
They found, however, that the guinea-pig when kept upon a diet 
of polished rice developed the symptoms of scurvy instead of 
beriberi, and that scurvy also developed when whole grains, such 
as would ensure protection against beriberi, were fed. From 
this they proceeded to a thorough study of experimental scurvy 
in the guinea-pig, the results of which (to be described in 
Chapter III) indicated clearly that scurvy is due to the defi- 
ciency in the diet of a substance soluble in water and easily 
destroyed by heating, but more stable in acid than in neutral 
or alkaline medium. 

Shortly after this, Osborne and Mendel (1913) found that 
their experimental animals became subject to a characteristic 
eye disease when kept upon diets devoid of fat, while the simple 
addition of butter fat to the diet sufficed either to prevent or to 
cure the disease. Further experiments showed that cod liver oil 
shared this property with butter fat, and that beef fat showed 
it in lesser degree, while it was not shown under like conditions 
by certain other fats such as lard or cottonseed oil. As this eye 
dis^as? invplves aji infection it is not so purely a "deficiency 
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disease" as scurvy and beriberi now appear to be, yet this 
diBtinction does not seem to us to be particularly Bignificant 
since the susceptibility to the eye trouble induced by a deficiency 
in the diet is the chief determining cause of the disease. 

Thus observations upon disease led to the conception of three 
or more substances of the vitamin type, two soluble in water 
and needed for the prevention of beriberi and scurvy res^jectively, 




Fia. 1.— Growth curves of rats witii and without the vittunins furniflhed 
b^ snmll amounts of milk. The lower curve abows the average weight of 
BIZ rata receiving a diet of purified foodstuffs; the upper curve that of six 
eimilar rata reoeivii^ the same diet with the addition of small amounts of 
milk, AbscisBse — time in days; ordi nates— average wei^t in gtwns. 
(Courtesy of Professor Hopkins and the Medical R^ardi Committee of 
Great Britain.) 

and one soluble in faU and so essential to a normal conditicHt of 
healthy resistance that its absence from the diet results in 
susceptibility to the characteristic eye disease variously referred 
to as ophthalmia, xerophthalmia, conjunctivitis or keratomalacia. 
While in this way the conception of the vitamins has arisen 
largely in connection, and is intimately associated, with that of 
the deficiency diseases, yet from our present standpoint an even 
greater interest attaches to them as chemical substances occurring 
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in natural food materials and having important functions in the 
normal processes of nutrition. 

Evidence from Experiment! upon Normal Nutrition. 

In 1881, Lunin in the course of a report upon investigations 
of the significance of certain inorganic substances in animal 
nutrition remarked that since mice can be successfully nourished 
under laboratory conditions upon milk but not upon purified 




Fia. 2.— Grovrth curves of raU with aod without Binall amounto of milk 
as BOtirce of vitamina. The lower curve up to the eighteenth day repre- 
sents rata on purified food; the upper curve similar rata having milk 
each day in addition to this food. On the eighteenth day marked by the 
vertical dotted line the milk waa tiansferred from one set to the other. 
AbectassB — time in days; ordinatea — average weight in grams. (Courtesy 
of Profenor -Hopkins and the Medical Research Committee of Great 
Brit&in.) 

proteins, fats, carbohydrates, salts and water, it follows that 
milk must contain other substances indispensable for nutrition. 
This statement was given wide circulation in Bunge's Textbook 
of Pkyaiological and Pathological Chemistry, but never became 
influential, probably because the evidence upon which it was 
based was not sufficiently convincing. 
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To Hopkins is due, in our opinion, the honor of having first 
made clear that natural food contains and normal nutrition 
requires some other substance or substances beside proteins, fats, 
carbohydrates and mineral matters. As early as 1906 he had 
determined and reported that "no animal can live upon a mixture 
of pure protein, fat and carbohydrate and even when the neces- 
sary inorganic material is carefully supplied, the animal still 
cannot Sourish. The animal body is adjusted to live either upon 
plant tissues or other animals and these contain countless 
substances other tJian the proteins, carbohydrates and fats." 
In his experiments, using rats as subjects, Hopkins found that 
the addition of small amounts of milk to diets otherwise com- 
posed of purified foodstuffs resulted in growth (Figs. 1 and 2) , 
and that this was due to an alcohol-soluble organic substance 
or substances in the milk and not to any of its known con- 
stituents. Certain vegetables bad the same property in lesser 
degree than milk. Osborne and Mendel demmstrated that a 
simitar growth-promoting property was possessed by their 
"protein-free milk," a powder prepared by removing the fat, 
casein and albumin from cows' milk and evaporatii^ the filtrate 
to dryness. A little later it was fotmd both by McCollum and 
Davis and by Osborne and Mendel that the fat of milk also 
possesses a growth-promoting property which is not an attribute 
of the triglycerides themselves but rather of a fat-soluble sub- 
stance. Both the water-soluble and the fat-soluble growth- 
promoting substances are fairly soluble in alcohol which accounta 
for the fact that Hopkins' alcoholic extract of dry milk contained 
both of these essentials and supplied all that was needed for the 
growth of rats when added to his mixture of previously recog- 
niied foodstuffs. The theory soon gained currency and is still 
generally held that the water-soluble and fat-soluble substances 
essential to growth are identical with the water-soluble and fat- 
soluble "vitamins" which prevent beriberi and ophthalmia 
respectively. The addition of these two vitamins to a diet 
otherwise consisting of properly selected isolated foodstuffs 
appears to provide all that is needed for the growth of rats. The 
normal growth of babies and of young guinea-pigs requires, 
however, the feeding of sufficient amounts of the antiscorbutic 
vitamin as well. 

^^nce norpial nutritioo, at least in the hufnan and stwqe gttier 
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species, demands adequate supplies of all three of what are be- 
lieved to be the same vitamins which are esseatial to the pre- 
vention of the three "deficieacy diaeages" of acurvy, beriberi, and 
ophthalmia. 

Terminology. 

The names which seem best to express the distiuctive prop- 
erties of the three vitamins as at present known are perhaps 
"antineuritic," "antiscorbutic," "antiophthalmic" (or "anti- 
conjunctivitic") vitamin respectively. From the standpoint of 
food chemistry and normal nutrition, however, it seems a some- 
what round-about procedure that a substance having an impor- 
tant r61e in normal processes should be named according to the 
abnormal condition which arises when it is absent. Moreover 
the term "vitamine" has been criticised both because it implies 
that these sul»tances are amines, which is not proven in any 
case and certainly not probable in all, and because the choice of 
"vita" as a designation is thought by some to carry an exagger- 
ated implication of unique responsibility for life and vitality 
whereas other substances such as tryptophane are no less essen- 
tial. But if "vita" seems to claim too much, the designation 
"accessory" suggested by Hopkins is certainly too modest, since 
an accessory substance would ordinarily be judged to be dis- 
pensable whereas the indispeneability of Uiese substances is one 
of Uieir most marked characteristics. 

Is order to avoid these difficulties McCollum suggested tiiat 
until such time as chemical names can properly be assigned to 
them, these substances be known by alphabetical designations 
qualified only by such statement of their solubilities as may seem 
helpful. In his earlier rations of supposedly purified foodstuffs 
McCollum unwittingly furnished water-soluble vitamin in the 
lactose fed. Hence he at first concluded that the fat-soluble 
substance of butter, egg-fat, etc., was the only unidentified 
substance essential to normal nutrition. Thus this became, in 
his alphabetical terminology, "fat-soluble A," and the wat«r- 
' sduble substance although really discovered much earlier was 
deugnated as "water-soluble B." For a time McCollum actively 
opposed the view that a third (antiscorbutic) substance was also 
necessary, but as the evidence of its existence l>ecame indubitable 
this latter was included in the alphabetical terminology as 



DigitzfidbyGOOgle 



16 THE VITAMINS 

"watcr-eoluble C." The lack of harmony between historical 
and alphabetical sequence and the somewhat exaggerated 
emphasis upon apparent solubility are unfortimate features of 
this system of terminology. 

The designation of these substances as "food hormones," used 
in some of their publications by Osborne and Mendel and favored 
by Lusk in the third edition of his Science of Nutrition, would 
avoid the objectionable features of the term vitamin and would 
emphasize the conspicuous characteristics of these substances; 
but might perhaps be open to objection as suggesting solely 
regulatory to the exclusion of structural functions, which would 
again be introducing a connotation which might or might not 
be substantiated by future research. 

Quite recently Drummond (1920) has suggested that the 
designations now most common, those of Funk and of Mc- 
CoUum, be combined and simplified both for convenience and 
to free them from questionable implications as follows: That 
the alphabetical designations now familiar be retained but with- 
out the antecedent statements of solubility; and that the original 
designation of Funk be retained but the final "e" be dropped, 
so that the resulting word Vitamin shall carry no implication 
as to the chemical constitution of the substance. If this sugges- 
tion is adopted the three substances now recognised as belongii^ 
to this group may be designated as Vitamin A, B, and C respec- 
tively, and any others whose existence may be demonstrated 
before they are chemically identified, can he labelled alphabeti- 
cally in chronolc^cal order. In view of the wide currency which 
the term vitamin has attained, this suggestion seems as practical 
ae any and will he employed when convenient in the present 
work. 

It is also to be kept in mind that one or more of the present 
designations "A," "B," and "C" may be found to cover more 
than one substance. Hence we consider it desirable to make 
sufficient use of the physiological designations to ensure that we 
keep in mind in all discussions of these substances the experi- 
mental basis for our belief in their actual and independent exist- 
ence, and the fact that present evidence does not exclude the 
possible existence of other substances belonging to the same 
general category. Especially important is it in our jut^menfc to 
avoid habits of thought or expression which might prejudice the 
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iDteipretation of experimeote now ia prepress or yet to be made 
to determine, for instaace, whether tiie antineuritic and the 
water-soluble Krowth-promoting substances are the same, or 
whether the antiscorbutic "vitamin" ie capable of existence in 
a less active, more stable form as well as in the form of the 
beat-labile substance "water-soluble C." 

As the vitamin theory of the present day had its origiii in 
the study of the antineuritic substance and the fundamental 
conception of the vitamins has so largely grown up around the 
properties of the Bubstance to which the name was first given, 
we shall, in what follows, discuss first the antineuritic vitamin 
and the supposedly identical "water-soluble B" and then differ- 
entiate the other vitamins from this. 
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Chapter II. 
The Antineuritic vitamin (and, or) Vitamin B. 

We bave seen that EijkmaB, in his papers published from 
1897 to 1906, clearly eet forth his discovery that a diet of 
polished rice produces in fowls a condition of nutritional poly- 
neuritis which appears to be essentially identical with typical 
beriberi in man, and that this disease is due to the lack of a 
substance essential to normal nutrition, which substance exists 
in the rice polishings (i.e., in the outer layers and embryo of the 
rice kernel) as well as in other natural foods. After the publi- - 
cation of the first of these papers, Grijns (1901) took up the 
subject, confirmed Eijkman's earlier work and extended it to 
show that the antineuritic or protective substance which Eijkman 
had demonstrated to occur in rice, occurs also in legumes and 
in this case not wholly in the outer layers of the seed. It is 
interesting to note that at this time he recorded the further fact 
that the antineuritic substance seemed to disappear when the 
seeds (Pkaseolua radiatus) were germinated, a circumstance 
which may have special significance in connection with the 
simultaneous development of the antiscorbutic property (Chap- 
ter III). 

Failure to isolate the antineuritic substance from rice polish- 
ings led Grijns to determine whether the heating of unpolished 
rice (or of the phaseolus seeds) destroyed the protective power. 
Of four fowls fed unpolished rice which had been heated at 
120° C, two died of polyneuritis after five or six months, while 
two remained well at the end of eleven months. On polished 
rice fowls may be expected to develop polyneuritis in about three 
weeks, while with rice unpolished and unheated there should be , 
entire freedom from the disease. Hence Grijns concluded tJiat / 
heating at 120° destroyed much but not all of the antineuritic : 
substance of rice. Similarly heating the beans (phaseolus) for 
one hour at 120° destroyed their antineuritic property to such 
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an extent that four fowls, fed auch quantities of the beans as 
would ordinarily protect them, all died of polyneuritis in from 
33 to 37 days. Grijns also observed that fowls fed raw meat 
were protected, while those fed Btehlized meat were not. 

Eijkman in 1906 described experiments designed to throw 
light upon the chemical nature of the antineuritic substance. 
He found that it was soluble in water, was dialyiable, and was 
not readily precipitated from water solution by alcohol. In 
Eijkman's experiments tiie antineuritic substance appeared to 
be entirely destroyed when unpolished rice was heated in an 
autoclave for two hours at 125°, but only partially destroyed 
when the temperature of heating was 115°. Similar results were 
obtained in experiments with other grains. Eijkman also 
showed that fowls rendered polyneuritic by feeding wiUi grain 
which had been heated in the autoclave could be cured by giving 
water extracts of raw grain but not by phosph(»tis compounds 
prepared from such extracts — a result of considerable impor- 
tance at that date since imder the teaching of Schaumann there 
was a tendency to ascribe the antineuritic property to some 
organic phosphorus compound. As further evidence on this point 
Eijkman showed in 1911 that an extract of rice polisbings con- 
taining only the slightest traces of phosphorus yet had marked 
curative effects in polyneuritis. He also showed that the 
curative substances could be administered either by the mouth 
or by injection. 

Simultaneous with much of this work by Eijkman were the 
experiments of Hopkins (1906, 1912) and those of Osborne and 
Mendel (1911). The former showed that milk and some at 
least of the vegetables contained an organic substance or sub- 
stances soluble in water and alcohol which induced growth in 
young animals fed upon mixtures of purified foodstuffs whereas 
when these foodstuffs were well purified and fed without acces- 
sory substances growth always failed. Osborne and Mendel 
further showed that the water solution remaining after removal 
of fat, casein and lactalbumin from milk (the so-called protein- 
free milk) was much more efficient in inducing growth t^an was 
a corresponding mixture of lactose and pure salts or milk ash, 
thus implying the presence of some water-soluble organic growth- 
promoting substance. In later papers they have fully confirmed 
this early inference and have contributed much to the develop- 
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ment of our knowledge of the distribution of puch a vitamin 
among foods and its eignificaDce in nonual nutrition, particularly 
in connection with growth. 

It was, however, principally in connection with the study of 
beriberi and experimental polyneuritis that the vitamin concep- 
tion WBB actively developed at the beginning of the Becond 
decade of this century. 

Takaki'a conqueat of beriberi in the Japanese navy by a 
change of ration did not carry conviction to many at the time 
because the only explanation which he had to offer, namely that 
the new ration was richer in protein than the old, was seen to be 
inadequate, and the work of Eijkman and of Grijns did not at 
first command much attention because many were slow to accept 
the view that the experimental polyneuritis of fowls was the 
flame disease as human beriberi. Between 1900 and 1910, how- 
ever, there was accumulated indubitable evidence in support of 
the view that beriberi is essentially a nutritional disease and 
may be prevented by the consumption of adequate amounts of 
any of the foods containing the unknown antineuritic substance. 

Chamberlain, Vedder and their associates of the United 
States Army medical commission for the study of tropical 
diseases in the Philippines were able to report in 1910 the rapid 
eradication of beriberi from the native troops known as Philip- 
pine Scouts, and promptly began a systematic investigation 
looking toward the chemical identification of the antineuritic 
substance. As has been mentioned briefly in the preceding 
chapter, they found that the neuritis-preventing substance is 
soluble in water and cold alcohol, that it is not any one of a 
number of salts and organic phosphorus compounds which they 
t«sted, that it is capable of dialyzing readily through an ordinary 
parchment membrane and is therefore a crystalloid rather than 
a colloid, that it is rather readily adsorbed by bone black, can 
be decomposed by heat, is not soluble in ether nor is it choline 
or a lipoid of the lecithin group, that it is neither arginine, 
histidine, asparagine nor any of the other amino acids which 
they tried. They suggested that though not identical with any 
of these nitrogen compounds the antineuritic substance might 
prove to be a nitrogenous base but not an alkaloid. Simultane- 
ously with this work, Fraser and Stanton (1911) had shown that 
the antineuritic substance was soluble in both alcohol and water. 
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stable to heat in acid solution, and much more readily destroyed 
when the solution was alkaline. In attempts to isolate the 
protective substance they had obtained an active filtrate by 
extracting rice polishings with 0^ per cent hydrochloric acid and 
precipitating phytin by adding one and one half volumes of 95 per 
cent alcohol. Attempts at further purification of the active sub- 
stance contained in this filtrate proved unsuccessful. 

Cooper and Funk (1911) reported that dried, pressed yeast 
hydrolyzed for 24 hours with 20 per cent sulfuric acid still re- 
tained its curative properties. They also confirmed the results of 
Fraser and Stanton concerning the antineuritic action of the 
alcoholic extract of rice polishings and carried the process further 
by finding that the active substance was completely precipitated 
from a water solution of -the extract by means of phospho- 
tungstic acid and that on decomposing the precipitate with 
barium hydroxide an active substance devoid of phosphorus and 
free from carbohydrate and protein was obtained. Following 
this, Funk (1911) announced the isolation from rice polishings 
of a crystalline nitrogenous compound which he held to be the 
curative substance. To this product he at first assigned the 
formula C„H„0,N(HNO,). Shortly afterward (1912a) he 
Gocrected his previous statement that the curative substance, 
which he provisionally named bcTiberi vitamine (1912c), was 
isolated in the form of a nitrate, later evidence indicating that 
it was a free base probably belonging to the pyrimidine group 
analogous to uracil and thymine and possibly a constituent of 
nucleic acid. A formula suggested at this time was 



NH 

\ 



1/ 



While later work has hardly supported such definite con- 
clusions as to the chemical nature of the antineuritic substance, 
yet considerable interest attaches to the experimental evidence 
which led to the introduction of the term vitamin and helped 
to crystallize the conception for which the term stands. 
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The me^od of extraction first adopted by Funk (1911) was a modi- 
fication of that used by Fraser and Stanton, based on the customary pro- 
cedure for isolating simple natural bases. On account of the amsll amount 
of curative Hubstanee present 54 kilopams of rice polishinga were used. 
This was extracted in separate portions of 1500 grams each with 4 litera 
of alcohol containing gaseous hydrochloric acid to the extent of from 
two to five per cent, the extraction being conducted in a shaking machine 
and -the liquid afterwards filtered on a Buchner funnel, the residue pressed 
out in an hydraulic press and the liquid added to the original filtrate. 
On evaporation in vacuo at 38° C. a fat-like residue was obtained which 
melted at 50". This was heated with water on a water bath, and filtered 
at ££"-40''. The filtrate formed two layers which were separated and the 
aaueous layer extracted three times with ether to remove fatty substances. 
Tne resulting aqueous solution, which is described as containing no pro- 
teins and showing no reaction for amino acids when subjected to the 
Millon, glyoxylic acid, bromin, xanthoproteic, diazo and diacetyl teats, 
was found to be effective in curing polyneuritic pigeons when doses cor- 
responding to 30 grams of the originiJ rice were given. On adding to such 
an aqueous extract sulfuric acid to five per cent concentration followed by 
phoephotunfptic acid the active substance came down in the precipitate 
while the filtrate, although containing nitrogen, proved inactive. The 
precipitate was washed with five per cent sulfuric acid, ground iiitb barium 
hydroxide in a mortar, water added, and the mixture shaken for three 
hours, then filtered and the precipitated barium phosphotungstate washed 
with water. The filtrate, after removal of ammonia by aeration and 
excess barium by precipitation with, sulfuric acid and filtration, was neu- 
tralised with hydrochloric acid and evaporated in vacuo at room tem- 
perature. The alcoholic extract of this residue in doses equivalent to 
40 grams of the rice polishings was an effective cure for polyneuritic 
pigeons. It contained no proteins, phosphorus, or catbohydrates. 

On treating the above extract with alcoholic mercuric chloride and 
allowing the solution to stand in the cold for some time a crystalline 

firecipitate (I) was obtained which was soluble in water and recrystallised 
rom the water solution in needle-like crystals consisting largely of choline 
but containing some of the active substance. At this point the active 
substance was also found in the aqueous filtrate after rec^stallization (11) 
and in the alcoholic filtrate from the mercuric chloride precipitate (HI). 
These filtrates were treated separately as follows: The mercury was re- 
moved from the a<)ueous filtrate (JJ) by hydrogen sulfide, the filtrate 
evaporated, the residue taken up by alcohol, the choline removed by . 
precipitation with nlatinum chloride and filtration, and the filtrate finally 
treated with nhoHphotungstic acid. A crystalline precipitate was obtained 
which showed activity on decomposition of the phosphotungstate with 
barium hydroxide and carbon dioxide. The alcoholic filtrate (III) was 
evaporated, the residue taken up in water, the mercury removed by 
hydrogen sulfide and the filtrate freed from diloHde by silver sulfate, the 
BUver removed by hydrogen sulfide, and the sulfuric acid by barium hy- 
droxide. The filtrate thus purified was then acidified with nitric acid 
and treated with silver nitrate and barium hydroxide according to the 
methods used in isolating histidine and like bases as described by Barger 
(1914), the silver nitrate being added until a drop of the solution gave 
a brown color on the addition of barium hydroxide and the barium 
hydroxide subsequently added until a drop of the solution no longer gave B 
• white precipitate with ammoniacal silver nitrate. The precipitate thus 
obtained was washed well with nitric acid, decomposed with hydrogen sul- 
fide, freed from the last traces of barium hydroxide with very dilute 
sulfuric acid and concentrated in vacuo. On evaporating with alcohol in 
a desiccator the active extract thus prepared, a small yield (0.4 gram 
from GO kilograms of the rice polishings) of microscopic needle-like ciya- 
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tele waa obtained irtiicb in dosea of about M srem effected a rapid cure 
in polyneuritic pigeons. These crystals melted at 233° C, were difficulttjr 
soluble in cold water and alcohol, more soluble in hot water and were 
free from chlorine, ash, and Bulfuric acid. A. single analysis of the subetouca 
gave the percentage compoeition: Carbon, 66^; Hydrogen, 6.29; Nitro- 
gen, 7.68 per cent, Ggaree which were thought to correspond best to the 
formula a,H»0,N. or C,H„0J4(HN0,) aa first suggested. 

The followiDg year Funk (1912a) reported the isolation of 
the same or similar substances from yeast, milk, ox bnun and 
lime juice. The yeast was treated in two difEerent ways. In 
the first, the alcoholic extract was evaporated and the residue 
hydrolyzed with sulfuric acid after which the solution was 
treated as in the case of the rice polishings by precipitation first 
with phoBphotungstic acid and then with silver nitl'ate and 
barium hydroxide. In the second method the alcoholic extract 
after evaporation was extracted with water and then precipi- 
tated with silver nitrate and barium hydroxide. This method 
proved unsatisfactory as the bulk of the vitamin remained in 
the filtrate and could not be precipitated except after hydrolysis. 
This was thought to indicate that the vitamin is present in 
yeast in a combined form. 

While later work appears to show that the crystals obtained 
by Funk from rice polishings, and melting at 233°, were chiefly 
nicotinic acid, he holds that the product which he prepared from 
yeast was different and represents, he believes, the vitamin 
itself. The technique of the method of preparation from yeast 
as described by him is as follows: 

"Seventy-five kilograniB of air-dried and pulverized yeast were ex- 
tracted in portions of 3^ kilograms each with four liters of alcohol on 
the shakily machine for two hours. The yeast was then filtered off aod the 
filtrate evaporated iu vacuo. The residue, correspoudiug to 12*>^ kilograms 
of yeast in each case, was hydrofyaed with one liter of 10 per cent sulfuric 
acid for five houis. The fatty acids were filtered off and the filtrate 'diluted 
with water to obtain a 5 per cent solution of sulfuric acid and precipitated 
with phDBi>hotungBtic acid. In this way 027 grams of dry phospnotungst&t« 
were obtained from 76 kilograms of yeast. The precipitate was decom- 
pooed with 2600 grams of baryta in the usual way. In the filtrate the 
excess of baryta was eliminated carefully with sulfuric acid and the 
filtrate after neutralisation with nitric acid was evaporated in vacuo to a 
volume of one liter. To the liquid a silver nitrate solution was added 
until a drop gave with a cold solution of baryta a brown precipitate of , 
silver oxide. A bulky precipitate conaieting of purine bases separated, 
irtiich was filtered and to the filtrate pulverised baiyta was added until 
a drop of the soltttion gave with silver nitrate and ammonia only a trace 
of a wlut« precipitate. The precipitate thus formed was filtered off, 
thoroughly washed with water and decomposed with hydn^n sulfide. 
fVoQ the filtrate the last traces of baryta were eliminated carefully witjt 
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ft veiT dilute solution of sulfuric acid. Alcohol waa added and tha acdu- 
tion evaporated in a vacuum deeiocator, 0.6 Kram of a crystalline sub- 
Btance being obtained which was recryBtalliEed from hot dilute alcohol. 
On cooling 0.45 gram of cotoriesa needles separated which after drying 
melted at 233°, the same meltiof! point as that of the substance from rice 
polishings. The substance was precipitated by mercuric acetate but not 
by mercuric nitrate and sulfate. When ita solution was boiled with cufnio 
oxide no copper salt was formed. The substance gives no precipitate with 
nitron and cannot, therefore, be a nitrate." 

In JuDe 1912 Scbaumaim (1912a) described the preparatioa 
of a cryatallizable active base similar to that of Funk and 
proposed the tiieory that this substance functioned as an acti- 
vator in the body, helping to restore to normal the degenerated 
nerve tissues. His work contributed little so far as methods of 
isolation are concerned as he used the mercuric chloride precipi- 
tatitm which as in the case of Fiuik's early work left the active 
substance scattered in t^ree or four fractions. 

Edie, Evans, Moore, Simpson, and Webster (1912) after 
considerable experimentation finally adc^ted the following 
method for the preparation of the active constituent from yeast: 

Commercial fresh pressed yeast was extracted in the cold with bu&> 
ceasive quantities of methyl alcohol, filtered through thick doth and the 
filtrate, after being freed from alcohol by evaporation at room tempera- 
ture with the aid of an electric fan, was mixed with sufficient plaster of 
Paris to make it set. The matrix after standing over night was ground 
to a powder and extracted in a shaking machine with successive small por- 
tions of methyl alcohol made sli^tly acid with hydrochloric acid. The 
extract freed from alcohol as before was precipitated with basic lead 
acetate, the precipitate discarded and the filtrate freed from lead by hydro- 
gen sulfide and then concentrated to a airup in vacuo at 38° G. This sirup 
was treated with absolute alcohol, the sticky hygroscopic yellow precipitate 
(creatinine, etc.) filtered off, the filtrate E^in freed from alcohol and then 
precipitated with silver nitrate and barium hydroxide. This precipitat« 
was aecomposed with hydrogen sulfide, filtered and the filtrate after being 
freed from hydroften sulfide evaoorated to dryness in vacuo at 38°. There 
was obtained in this way a small quantity of a brown, sticky, hygroecopio 
man, easily soluble in cold water and intensely active. 

"A dose of 0.006 gram administered to a bird with severe convulsioDS 
and lameness, rdieved the convulsions in four hours; the bird was flying 
strongly in 20 hours, and the lameness disappeared in 48 hours. Two 
further doses of 0.003 gram were given on the third and eighth days; the 
bird appeared normal, and gained weight on polished rice diet, but died 
on the fifteenth day without return of lameness or convulsions." They 
reiXNt that other results were equally favorable and that the doses of three 
nulliRnuns corresponded to 15 gra.Bm of yeast. 

Further work showed the sticky mass above mentioned to be insoluble 
in ether or acetone but to be soluble in alcohol, crystallising in feathery 
OTstals which on analysis gave results corresponding to a formula 
CHiiNiO, or CiHuNO. (HNO,). Assuming the presence of the trimethyl- 
amine group the formula waa further written as (CHi}iN.C.nTOi.HN0^ 
For this crystalline substance the name tondine waa proposed. 
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In July, 1912, Suiuki, Shimamura and Odake published the 
results of a detailed investigation much of which they describe 
aa having antedated Funk's experiments. These Japanese io- 
vestigatora, worldng with rice polisbings and preparing there- 
from a BulMtance of high antineuritic potency, gave this substance 
the name oryzanine. Since according to Suzuki, Shimamura, 
and Odake their paper published in 1912 represented the results 
of four years of chemical investigation of the antineuritic sub- 
stance of rice bran, apparently quite independent of other work 
which was in progress at the time, and since the methods em- 
ployed differed considerably from those already discussed, it 
seems of interest to give the chief features of their method and 
results as follows: 

Three hundred Erama of fat-free rice bntn were boiled with one UUx 
(rf alcohol (85 to 90 per cent) under & reflux condenser, filtered hot, the resi- 
due tx^ed one hour with one-half liter of alcohol, then drained, and thia 
operation repeated four times. The entire alcoholic extract was evapireted 
under reduced preeaure until the- alcohol waa completely removed. The 
remaining thick brown ayrup waa then shaken with ether, in order to 
extract uie fata, organic acids, lecithin and other impuritiea, and once 
more evaporated at low temperature. There was thua obtained a fairiy 
atrongly acid-reacting brown eyrup which was called the "alcoholic extract." 
The amount obtained waa 30 grams or ten per cent of the weight of the 
cmginal brui. 

The alcoholic extract was diluted with water to 100 cubic centimeten, 
mlfuric acid added to 3 per cent concentration, and the liquid treated with 
a 30 per cent phoaphotungstio acid solution to complete precipitation, 
avoidi^ an excess of the reagent. After a few hours the precipitate waa 
filtered off, washed once with 3 per cent sulfuric acid, placed in a mortar, 
some water added, and the mixture triturated with an eices of barium 
hydroxide until the thick paste reacted strongly alkaline, or the precipitate 
was dissolved in acetone and water and enough barium hydroxide added to 
fCire a atron^y alkaline reaction. After some time this was filtered and 
the residue treated three times in the same manner. The entire filtrate was 
carefully freed from barium by sulfuric acid, and evaporated at low tem- 
perature under reduced pressure. There remained a slightly acid, light 
brown syrup, which on drying over sulfuric acid formed a resinous mass to 
which the name Crude Oryxanine I waa jciven. The yield waa 0.4 per cent 
of the original bran (1.2 grama from 300 grams bran). 

Crude Oryaanine I proved to be ten times as active as the alcoholic 
extract. Prom 0.03 to OJM gram dissolved in a little water and adminiatered 
either by mouth or suboutaneously cured polyneuritic pigeons in a day 
while half the dose prolonged the life of the pigeon but did not eCecC 
a complete care. It was readily soluble in water and dilute alcohol form- 
ing a alightly acid solution which gave no biuret reaction, a deep red color 
with Millon's reagent, and a flocculent precipitate with phoephotungstic 
or phosphomolybdio acid in acid solution, and in concentrated solution 
was precipitated by lead acetate and ammonia and partially precipitated 
by mercuric chloride, acetate, or nitrate or by tannic acid. On hydrolyaia 
by dilute acid two acids described as a- and ^-acids were obtained aa well 
BB nicotinic acid, and glucose. To the a-acid was ascribed the formula 
CiANO* and to Uie ^-acid, CuBiNiO.. 



DigitzfidbyGOOgle 



26 THE VITAMINS 

For further puriScation 4 grams Crude Oryzanine I were dinolved in 
100 cubic centimeters water Eiod treated with 20 per cent aqueous tannio 
acid until a slight turbidity appeared. The whitish brown flocculent pre- 
cipitate waa filtered out, and quickly washed with a. little 1 per cent tannin 
solution, avoiding eicese. The precipitate was then dried on a porous plate 
and afterward dissolved in water and acetone, decompoaed with barium 
hydroxide, tiie barium removed by sulfuric acid and the resulting filtrate 
evaporated in vacuo, yielding a small amount of light brown syrup, "Crude 
Oiycanine II." The yield was only about 6 per cent of the weight of Crude 
Otyianine I taken for purification. The antineuritio activity of Crude 
Oryzanine II was about three times that of Crude Oryzanine I, OJDl gram of 
the former proving sufficient to cure a polyneuritic pigeon or to protect 
a healthy one. 

Several modificatioiis of this method are described as yield- 
ing similar products. 

Susuki, Sbimamura and Odake state that after repeated 
trials they succeeded in obtaining crystals of orysanine picrate. 
They were of the opinion that Crude Oryzanine II still contained 
S(Mue nicotinic acid which also formed a picrate hard to separate 
from the oryzanine picrate. By adding small amounts of t^e 
picric acid and triturating in the cold, the oryzanine picrate 
appeared as a yellow brown, flocculent precipitate becoming 
crystalline on standing in the cold while the nicotinic acid re- 
mained in soluticm. For further purification, the oryianine 
picrate was dissolved in a little cold acetone and slowly con- 
centrated over sulfuric acid. In this way they obtained the 
picrate as yellowish brown, microscopic needles, generally in 
clusters. It waa insoluble in ether or petroleum ether, rather 
difficultly soluble in cold water, and readily soluble in hot water 
or alcohol. The yield of picrate was unfortunately so small 
that Suzuki, Shimamura and Odake were unable to give an 
exact description or to obtain the free oryzanine. It was not 
settled whether pure oryzanine yields on hydrolysis the o- and 
p- acids, and other products mentioned above. 

Pigeons required for protection 3 grams bran daily, or 0.3 
gram alcoholic extract, or 0.03 gram Crude Oryzanine I, or 0.01 
gram Crude Oryzanine II, or about 0,005 gram "Pure Oryzanine." 
This would imply that the purification process had concentrated 
the active substance at least 600-fold. If the final substance 
were in fact pure, then the concentration of this substance in 
the original rice bran was presumably about 0.2 per cent, or in 
the whole rice grain perhaps about 0.05 per cent. If, however, 
tbeir final product was still a mixture, then the percentage of 
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the actual aDtmeuritic subetauce in the rice kernel must be 
smaller than thiB eBtimate would indicate. 

Suzuki and his coworkers also attempted by feeding experi- 
ments to determine whether oryzanine plays as important a rdle 
with other species as with pigeons. It proved indispensable for 
fowls, mice and dogs. Mice generally died in ten to fifteen days 
when fed exclusively on polished rice, but remained sound and 
normal a longer time if ^ven the alcc&olic extract of bran, at 
Crude Oryzanine. Dogs fed on cooked rice and the boiled-out 
residue of horse f esh were normal at the start, but two or three 
weeks later the appetite began to weaken and after five to seven 
weeks the animals had undergone a great loss in weight. But 
it was found that 3 or 4 grams of alcoholic extract, or 0.3 to 0.4 
gram of Crude Oryzanine I, would cure in a few days a dog 
which had appeared about to die. The appetite quickly came 
back and the body weight increased. If the doses of orysanine 
were stopped the dog became sick again. In a full gipwn dog 
this change was brought about four times in seven months. 

These experiments showed that in addition to protein, fat, 
carbohydrate, and salts the animals require oryzanine. To study 
this hypothesis further, pigeons and mice were fed a mixture of 
individual isolated food substances. Two pigeons were fed with 
potato starch, peptone, lecithin, phytjn, and salts; two others 
received the same food plus 0.03 gram Crude Oryzanine I. The 
difference between the two groups was astonishing. The first 
two pigeons underwent in 10 to 15 days a great loss in weight, 
while the other two not only remained sound but showed a gain 
in weight. Instead of peptone, Suzuki, Shimamura and Odake 
also used casein, egg albumin, and bran protein (the latter was 
extracted from the bran with dilute alkali and precipitated with 
acetic acid). The result was always the same. Other pigeons 
were fed a protein-free diet, on which they naturally could not 
live long. However, the ones that had oryzanine lived three 
times as long as the others. The necessity of oryzanine was 
thought to be thus established, but its r61e in the animal oi^an- 
ism to be little understood. 

We have given considerable space to this paper by Suzuki, 
Shimamura and Odake because it appears to represent a large 
amount of careful work which would seem to be deserving of 
fuller recognition than it has received, botii in justice to its 
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autbon and for tlie guidacce of future iDvestJgaton. We are, 
however, at a lo&a to explain why if they bad succeeded so well 
in prepaiit^; a Bmall amount of pure oryzaaine picrate in 1912, 
they have not since prepared it in larger quantity and completed 
its chemical identification, 

Vedder and Williams (1913) reported observations which 
raised the question whether rice polishings contain other anti- 
peuritic substances than the vitamin as apparently isolated by 
Funk or whether the one substance is only partially separated 
by his method. They stated that before any of Funk's papers 
had reached them in the Philippines they bad tried precipitating 
alcoholic extracts of rice polishings with phosphotungstic acid 
and had decomposed the phosphotungstates with barium hy- 
droxide but had not succeeded in obtaining any protective action 
with the resulting material. In comparing methods they found 
that while Funk bad added 2.5 per ;ent hydrochloric acid to the 
alcf^ol used for the extraction and had tested the various sub- 
stances for activity by curative experiments, they had omitted 
the acid and tested for activity by preventive methods. On modi- 
fying their procedure to conform with Funk's, by hydrolyzing 
the alcoholic extract with five per cent sulfuric acid they were 
able to ccmfirm his results in curative experiments. It was 
observed that the extract prepared with a preliminary acid 
hydrolysis according to Fimk differed from their original unby- 
drolyzed extract in that the former was poisonous and promptly 
cured paralytic symptoms, while the latter was not poisonous and 
only slowly curative. They estimated that from 06 to 98 per 
cent of the curative substance is lost in Funk's method of de- 
composii^ the phosphotungstate precipitate with barium hy- 
droxide. In order to reduce this destruction of the vitamin, they 
modified the method by extracting the phosphotungstate precipi- 
tate repeatedly by prolonged shaking with 50 per cent alcohol 
and then removing the phosphotungstic acid from the alcoholio 
solution by means of barium hydroxide. On testing the various 
fractions they found that polyneuritis of fowls was prevented 
not only by the fraction containii^; Funk's base but also by 
the filtrate from it, and even by the "purine fraction" precipi- 
tated by silver nitrate from neutral solutitm if this fraction 
were fed in sufficient quantity. 

It was concddo^ of ugnificance tiiat of these three groups 
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of substances which conferred protection only one was promptly 
curative, namely, the fraction containing Funk's base. They 
concluded that their extract contained (1) "A subetaiice (Funk's 
base?) which used in sufBcient doses will both protect fowls 
from developing polyneuritis and promptly cure fowls that have 
already developed the disease, and (2) two other groups of 
substances which will protect fowls from developing polyneiuitia 
but which are incapable of promptly curing fowls already suffer- 
ing from the disease. The latter groups of substances, therefore, 
have entirely escaped previous discovery, because all the other 
investigators who have so far attempted to isolate these vitamins 
have relied exclusively on curative experiments. Therefore, it 
appears certain that there are several groups of chemical sub- 
stances that are capable of protecting fowls against polyneuritis 
gallinarum." 

In their attempts to discover a better method for isola^g the 
base, Vedder and Williams also tried the method of Suzuki, 
Shimamura and Odake but do not seem to have regarded it as 
constituting any marked improvement over the method of Funk. 
The method noted above was also abandoned as a quantitative 
method as the greater part of the curative base was lost during 
the final precipitation with silver nitrate in the presence of 
barium hydroxide. A method which proved more successful 
consisted in neutralizing a quantity of unhydrolyzed extract of 
rice polishings with barium hydroxide, adding an excess of 
barium acetate, treating the precipitate thus obtained with five 
per cent sulfuric acid for three hours and filtering. The filtrate 
after the removal of the excess of sulfuric acid with harium 
carbonate proved to have retained practically all of the curative 
power of the original extract as shown by curative experiments 
with fowls suffering from advanced polyneuritis. 

In the same year Cooper (1913a) described the preparation 
from animal tissue of a substance which cures polyneuritis in 
birds: 



...s miaced, dried at 30° C. before & fan and RTOUDd, and the 

diy powder (weight 4000 grama) extracted at 37° with abedute alcohol on 
a shalfing machine. The filtered extract waa evaporated at 40° in vacuo. 
The ertract (weight 600 gramB) was found to possess curative propertiM 
for pigeons affected with polyneuritis, 4 grams being sufficient to 
bring about complete recovery within 24 hours. The extract was then 
treated with an excess of ether and the mixture allowed to stand in the 
cold for 12 boura. The ether dissolved the fats and lipoids, but left un- 
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dissolved a coiuudcrable amount of a white nibBtance. This waa washed 
thoroughly with ether and then tested on neuritic pigeons. Doses of 
03 gram were sufficient to bring about complEte recovery within 12 houis. 
The ether-eoiuble fraction waa only very slightly active. 

The ether-insoluble fraction was neict treated with alcohol, by which 
a large portion was dissolved. The alcohol-insoluble residue contained 
both-organic and inorganic material, but poesessed no curative properties. 
The alcohol-soluble fraction, which was curative, waa treated with excess 
of ether. This caused the separation of a yellow syrup (yield 60 grams) 
whidi was completely soluble in water, and 0.2 gram of which was suffi- 
cient to cure polyneuritic pigeons. Tne aqueous solution of the syrup 
was allowed to stood in a vacuum desiccator and a white crystalline sui>- 
stance gradually separated. This proved to be camine and possessed no 
curative properties. The filtrate, which was highly curative, was next 
treated with finely powdered lead acetate until there was no more separa- 
tion of a flocculent precipitate and the mixture was allowed to stand for 
12 hours. The precipitate was filtered, washed with water at 3S°, decom- 
posed with sulfuric acid, and the excess of acid removed by the careful 
addition of barium hydroxide. The filtered solution possessed no curative 
properties. The filtrate from the lead acetate precipitation was freed from 
lead by careful treatment with dilute sulfuric acid and was left veiy sli^tly 
add. It possessed curative properties. It was next treated with ulver 
nitrate, iimjch produced a copious, yellowiah-white precipitate. This was 
filtered oS^ decomposed by hydrochlorie acid, the resulting solution neu- 
tralised and found curative. The filtrate from the silver nitrate precipita- 
tion was also curative, but its content of active sut»tance was completely 
precipitated by silver nitrate when barium hydroxide was added. By 
carrymg out several animal experiments it was found that at least 
three-fifths of the total amount of ontineuritio substance present in the 
filtrate from the lead acetate precipitation was precipiteted by the addi- 
tion of silver nitrate only, and about one-fourth' was carried out of solution 
by the subsequent addition of barium hydroxide. The remaining three- 
twentieths was probably destroyed by alkali. 

The residue obtained by evaporation of the curative solution resulting 
from the decomposition of the first silver nitrate precipitate wiu 
hydrochlorie acid waa next extracted with chloroform. Only a small 
amount of inactive substance was extracted. The active substance wm 
thus insoluble in chloroform; also insoluble in bensene and in ethyl 
acetate. It was destroyed by standing in ammoniacal solution; was DOt 
destroyed by hydrogen sulfide but appeared to be largely lost by adsaxp- 
tion on precipitates of metallic sulfides. 

Cooper (1914b) made uee of acetone precipitation in Uie 
preparatioD of antineuritic Bubetance from cardiac muscle; aad 
in this year also made the first use of autolyzed yeast as a 
starting point for the isolation of the antineuritic vitamin (1914), 

In a paper published in June 1913, Ftmk (1913b) gave the 
results of further studies upon the chemistry of the vitanun 
fraction of yeast and rice polishings. By recrystallization from 
alcohol of the active fraction of yeast prepared by bis first 
method he obtained three substances one of which had the 
composition C„H„0„N„ one C,Ji„0,N„ while the third ap- 
peared to be nicotinic acid. The vitamin fraction from rice 
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polisbings yielded nicotinic acid and a Bubstance to which the . 
fonnula CitB^OiN^ wae assigned. The work of Susiiki et al 
was diacusaed in this paper and in greater detail in one by 
Bnunmond and Funk (1914) in which were reported the results 
of an extended study of the phosphotungstate precipitate from 
rice polisbings obtained according to Funk's earlier method. 
They were not only unable to obtain the active products men- 
tioned by the Japanese investigators but failed also in isolating 
the curative substance of rice poliahings by an extension of their 
previous method which had pointed to success. From an ex- 
haustive fractionation of the phosphotungstic acid precipitate 
they succeeded in isolating comparatively large amounts of 
choline, nicotinic acid and betaine, together with small amounts 
of the purines, guanine and adenine, and traces of a substance 
which they considered might possibly be guanidine. 

The substance to which Funk had previously aelugned the 
formula C„Hj,0«N4 and which with nicotinic acid had been 
obtained from the portion containing practically the whole of 
the curative substance was definitely proved to be also nicotinic 
acid. "All trace of the curative substance had disappeared and 
a fraction which originally had shown very marked curative 
properties now consisted of nothing other than nicotinic acid 
which possesses very slight action. All attempts which we have 
made to isolate the elusive curative substance from this fraction, 
in which it originally occurs have failed." This admission 
throws doubt upon Funk's earlier isolation of a vitamin of 
melting point 233° and gives point to Barger's suggestion that 
this may have been only nicotinic acid contaminated with the 
active substance. 

That Funk and Drummond were at this time evidently of 
the opinion that there is probably a decomposition of the active 
substance into nicotinic acid is shown by their statement: "With 
regard to nicotinic acid, we ourselves lean toward the belief 
that its occurrence in rice polisbings has some relationship to 
the occurrence of the curative substance and that it may possibly 
even be a degradation product of the active body, but in the 
case of choline we firmly believe that it exists as such and in 
comparatively large amounts in the polisbings." 

Seidell (1916), adopting a method used by Lloyd in working 
with alkaloids, foimd that Lloyd's reagent, a special form of 
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fuller's earth (hydrous aluminum silicate) effectively adsorbed 
the vitamin from autolyzed yeast solution. When 50 grams of 
the fuller's earth per liter of the autolyeed yeast aolutioa were 
used the vitamin was practically all adsorbed and the solid 
could then be washed with successive portions of very dilute 
acid, water and small amounts of alcohol, and &nally dried in a 
vacutmi desiccator, thus affording a stable form of the vitamin. 
Both preventive and curative experiments were made with this 
material. Prompt and effective cures of completely paralyzed 
pigeons resulted from 0.05 gram doses of the activated solid 
corresponding to I cc of the original yeast filtrate. The same 
amount fed on alternate days to pigeons on a polished rice diet 
proved suf&clent to keep the birds in normal health and weight. 
\L Williams {1916 a) published the results of unsuccessful 
attempts at the isolation of the vitamin from rice polishii^ by 
various modifications of Funk's original method. He obtained 
a very slight yield of crystals melting at 233° which were curative 
in doees of 10 to 20 milligrams. An amorphous material also 
gradiially separated which was curative in doses of 20 to 30 
milligrams and proved effective in treating cases of human 
beriberi. After exhausting every resource to avoid mixed 
deposits from the final liquor and to increase the yield of needles 
melting at 233°, he abandoned the hope of isolating large quan- 
tities of an individual vitamin from rice poiisbings and decided 
to attempt the synthesis of curative substances which might 
throw light on the nature of the vitamin. The .facts adduced 
by Funk and others seemed to Williams to point to the pyridine 
ring as the most promising nucleus. The most important facts 
in favor of this choice are the occurrence of nicotinic acid with 
the vitamin in several natural substances and the stability of 
the vitamin on heating with sulfuric acid. 

Nicotinic acid, trigonelline, and p-oxyaicotinic acid given 
by the mouth to neuritic fowls caused little improvement, but 
some prolongation of life. The hydrochloride of the methyl ester 
of nicotinic acid brought about marked, but temporary im- 
provement. 

Later in the same year Williams (1016 b) published the re- 
sults of experiments upon the antineuntic properties of some 
synthetic hydroxypyridinee. These were selected on account of 
the fact that antineuntic foodstuffs when treated with phospho- 
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ttmgsUc acid and alkali gave the blue colw produced by sub- 
stances containing hydroxy groups in the benzene ring. Poly- 
neuritic pigeons vere giv^n doses of 10 to 100 milligrams by 
intramuscular injections. In some cases similar doses were 
administered by mouth as a supplementary test. The substances 
tested included nicotinic, cinchomeric, quinolinic, 6-hydroxy- 
□icotinic and citrasinic acids, a-hydroxypyridine, glutazine, 
2,4,6-trihydroxypyridine and its anhydride,' and finally 2,3,4-tri- 
hydroxypyridine and the so-called tetrahydroxypyridine. 

Only a-hydroxypyridine, 2,4,6-trihydroxypyridine, and 2,3,4- 
trihydrmtypyridine were found to have curative power. 
Moreover, these compounds were curative only when freshly 
prepared and invariably lost their curative properties on stand- 
ing. As there was no evidence of decomposition it seemed 
probable that the change was due to isomerization. A study of 
the isomeric forma and curative properties of a-hydroxypyridine 
showed that of the two crystalline forms one exhibited activity 
and the other did not. Similar results were obtained with P- and 
Y-hydroxypyridine, leading WillJaras to state: "The antineuritic 
properties of these substances suggest that an isomerism is at 
least partially responsible for the instability of the vitamin in 
foodstuffs and that the antineuritic property may be inherent in 
the potentiality of this type of isomerism. We may not con- 
clude that vitamins are necessarily bydroxypyridines since a 
similar isomerism may exist in substances containing other 
heterocyclic nitrogenous nuclei which are known to occur widely 
as constituents of animal tissue." 

With this conception in mind attention was directed to the 
natural antineuritic substances of yeast. Starting with activated 
fuller's earth Williams and Seidell (1916) attempted to separate 
the vitamin from it by extraction with acidified aqueous alcohol 
but failed in this attempt on account of simultaneous extraction 
of alumiouiQ compounds. On shaking the activated fuller's 
earth with a five per cent solution of sodium hydroxide in dilute 
alcohol and evaporating the extract, they obtained a crystalline 
antineuritic substance, the physiological action of which was 
apparently not due to adhering mother liquor. In attempts to 
purify this substance further by recrystallization its antineuritio 
properties were lost; and the resulting product was found to be 
identical with adenine. On heating 10 milligrama of this sub- 
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Btance with one cubic centimeter of absolute alcohol in a Bealed 
tube at 180° for three hours it acquired autineuritic properties 
and the power to give a blue color with the Folin-Macallum 
phoephotuDgatic aodium carbonate reagent. These results are 
thought to be in harmony with the conclusions of the previous 
paper and to suggest the probability that "an isomer of adenine 
is the chemical entity responsible for the characteristic physiol- 
ogical properties of the vitamin under investigation." 

Voegtlin and White on the other hand reported (1916) that 
they were unable to cause adenine to acquire antineuritic prop- 
erties and that there probably exists no relation between adenine 
and the antineuritic vitamin. 

In a third paper Williams (1917) described further work 
with synthetic substances from which he concluded that "the 
curative form of a-hydroxypyridine is a pseudo base and that 
a stnictiu^ conforming more or less closely to the type of a 
betaine ring is probably an essential characteristic of antineuritic 
vitamins." Attention was called to the theoretical possibility of 
the existence of such a substance in some of the simpler nitro- 
genous constituents of animal tissues especially in the nuclein 
bases. It was also suggested that nicotinic acid may exist in a 
betaine form and that the curative properties of the vitamin 
fractions of yeast and rice polishings may have been due in part 
to this isomeric form of nicotinic acid. 

Harden and Zilva (1917) repeating Williams' experiments 
with a-hydroxypyridine were able to confirm the chemical 
properties of that substance as reported by Williams but were 
' unable by its use to effect a cure or even an improvement in the 
condition of polyneuritic birds. . Pure adenine as well as adenine 
treated with sodium ethylate is a sealed tube for five hours at 
100°, also yielded negative results in agreement with Voegtlin 
and White but in disagreement with Williams and Seidell. 

During the past five years vitamin investigations have in 
general followed other lines and but few further attempts at 
isolating the antineuritic vitamin have been reported. In May, 
1920, Myers and Voegtlin published the results of an investiga- 
tion covering a period of several years. They reported that 
olive oil and oleic acid remove the antineuritic substance from 
autolyzed yeast filtrate, Autolysed yeast was however finally 
abandoned as a starting point for the isolation of the anti- 
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neuritic vitatnio as being unsatisfactory on account of ita com- 
plexity. Likewise mastic, Lloyd's reagent and ferric phosphate 
were found unsatisfactory adsorbing agenta on account of their 
lack of specificity in the adsorption of basic materials. 

The method finally adopted conaisted in the extraction of dried 
brewere' yeast by acid methyl alcohol and precipitation of the purine 
fractions by hot silver acetate, and of the active substance by barium 
hydroxide and silver acetate. On decomposition of this precipitate in acid 
medium by hydrogen sulfide followed by suboequent removal of hydrogen 
sulfide in vacuo and finatly sulfuric acid by lead acetate, the filtrate was 
found to have lost little of ita activity. Mercuric sulfate formed in this 
filtrate a pale yellow inactive precipitate containing meet of the histidine 
fraction. From the filtrate after removing this precipit«t« the active sub- 
stance waa precipitated by absolute alcohol. This precipitate waa decom- 
poeed with hydrogen sulfide and the filtrate freed from sulfuric acid and 
lead as before, The filtrate, after concentration in vacuo at low tem- 
perature, gave a purple solution with ninbydrin, a ne^tive biuret teat, 
no precipitate with picric acid, but gave a heavy precipitate with phoft- 
photuugstic acid and was hij^hly curative to polyneuritic pigeons. The 
solution on further concentration in vacuo over soda-lime yielded spindle- 
shaped crystals which were active as long as the mother liquor was present. 
On drying, the crystals changed from spindles to prisms and became inao- 
tive. When the prisms were dinolved in a relatively large volume of 
water and again allowed to cryst«liize, spindle-ehaped crystals were again 
formed. While realising that the activity may be m the non-cryetalIi>able 
mother hquor as well as in the crystals, Myers and Voegtlin are of the 
opinion that there are at least two substances in the final solution both 
of a distinctly basic character. One of the impurities is a bistamine-like 
substance as shown by the positive Fauly reaction. 

Hofmeister (1920) has reported briefiy an attempt to separate 
the antinetiritic substance of rice polishings as follows: 

The rice poliahinga are first shaken with alcohol, the alcohol removed 

by distillation in vacuo, the syrupy residue acidified with hydrochloric 
acid to precipitate the fatty acids which are then shaken with ether; 
the aqueous solution evaporated to a thick sirup and again shaken with 
alcohol, the clear aqueous solution made slighUy alkaline with sodium 
carbonate and precipitated with bismuth potassium iodide. The pre- 
cipitate, which at this point contains the choline fraction, is filtered, the 
filtrate decomposed with one-tenth volume of 20 per cent hydrochloric acid 
and again precipitated with bismuth potassium iodide. This preciDitate, 
called the oridin fracton, is filtered off with strong suction, trituiatea with 
silver caibonate and again filtered. The slightly alkaline silver-containing 
filtrate is made slightly acid with hydrochloric acid, and, after removal of 
the precipitated silver chloride, is evaporated to dryness in vacuo at a 
low temperature yielding an active, slightly colored, deliquescent salt. 
On treatment with gold chloride a yellow double salt is formed which on 
analysis corresponds to the formula CHuNOi.HCl.AuCl.. 

This salt on decompositim yields a free base isomeric with 
betaine and valine and probably containing the pyridine or 
pipiridine groups, but which possesses no antineuritic properties. 
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Hofmeister evidently favors the view that this base ia an 

isomeric form of the active antinetiritic Bubatance. 

In April, 1921, Seidell published a preliminary note deacrib- 
iug the preparation of a stable silver vitamin compound from 
activated ftdler's earth. This is extracted with saturated aqueous 
barium hydroxide solution in the proportion of one liter per 100 
grams of the activated fuller's earth. After shakmg the mixture 
vigorously for three minutes the solid is removed as rapidly as 
possible, preferably by means of a De Laval cream separator. 
The nearly clear liquid is immediately acidiSed with a slight 
excess of concentrated sulfuric acid, a moderate excess of pow- 
dered bariimi carbonate is added to remove the excess of sulfuric 
acid and the mixture filtered after about thirty minutes. To the 
filtrate nearly saturated lead acetate solution ia added to com- 
plete precipitation. After filtering and freeing the filtrate from 
the excess of lead with hydrogen sulfide the resulting filtrate is 
evaporated rapidly under reduced pressure with removal from 
time to time of an amorphous white precipitate which begins to 
separate when the volume becomes small. When this ceases to 
form the extract can be evaporated to dryness in a vacuum 
desiccator and in this condition appears to retain its antineuritic 
properties indefinitely. 

On diluting to a volume of 25 cubic centimeters an amount of 
the crude vitamin extract prepared from 300 grams of activated 
fuller's earth and gradually adding an almost satufated aqueous 
silver nitrate solution a voluminous silver precipitate ia obtained. 
On adding to the liquid obtained in centrifuging and washing 
this precipitate an excess of fairly concentrated aqueous ammoni- 
scal silver nitrate solution another voluminous silver precipitate 
forms. This second precipitate, aa tested by feeding to pigeons 
on a polished rice diet, is highly antineuritic. It can further be 
purified of an easily crystallizable non-vitamin compound by 
adding a slight excess of hydrochloric acid to a suspension in 
water, removing the silver chloride formed, and slowly evapo- 
rating the clear aqueous solution in a vacuum desiccator until 
crystals cease to form. On removing these cryatala, which are 
inactive, and repeating the precipitation with silver nitrate fol- 
lowed by anunoniacal silver nitrate, a voluminous silver precipi- 
tate is again formed but free from the crystallisable inactive 
fraction. This compound, the yield of which in the dry state 
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is 0.7 gram from 300 grams of "activated" fuller's earth, when 
administered in doses of 0.004 gram on alternate days to pigeons 
on a polished rice diet, prevented the development of polyneuritic 
^mptoms. The birds, however, showed a slight decrease in 
weight, possibly as a result of the abseoce of another essential 
vitamin. "Whether the silver vitamin precipitate obtained as 
described above is a pure compound is of course not known at 
pres^it. It is possible that two or more substances are at 
present in combination with the silver and that different a^impleB 
which are prepared will vary somewhat in compositidb. It is 
believed, however, to be an exceptionally favorable product on 
which to concentrate efforts toward the identification of the anti- 
neuritic vitamin," 

At the meeting of the American Chemical Society in Septem- 
ber 1921, Seidell (1921) reported further study of the crystalline 
products obtained in his attempts to isolate the antineuritic 
vitamin, and Williams (1921) reafi&rmed much of his earlier 
work upon the antineuritic pr(^erties of substances of known 
etructure and continued the development of his theory that 
antineuritic activity may be connected with isomerism of the 
type above described. Polyneuritic pigeons showed substantial 
improvement when treated with p-hydroxypyridine or with 
^methylpyridine. Protective experiments are regarded by Wil- 
liams as much more convincing than curative experiments. In 
protective experiments trimethyluracil and 4-phenyli80cyto8ine 
gave some evidence of antineuritic property. Willia ms concludes 
this (1921) paper as follows: 

"Whether this result or any of the physiological results so 
far obtained with synthetic substances have any real significance 
must be left to the reader's judgment. However, the solubilities, 
chemical reactions and natural occurrence of vitamin B so far 
as known, agree very closely with the pyriinidiae bases, a class 
of substances known to be capable of a very delicate desmotrop- 
iam. In view of these facts any suggestion of physiological 
activity in ^nthetic preparations of this group or its allies ought 
not to be lightly dismissed. The writer believes that vitamin 
B eventually will be found to be a cyclic nitrogen compound 
with an oxygen substitution in the ring and capable of existence 
in a betaine configuration. If the work on synthetics offers any 
useful suggestions as to manipulation in the isolation or identifi- 
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cation of the vitamin from natural sources it will have served 
an adequate purpose." 

The various attempts at isolating the antineuritic vitamin 
have been given in considersble detail as conHrming by the 
work of several investigators in different laboratories the exist- 
ence of a previously unknown chemical substance of marked 
antineuritic potency, and as throwing some light on its probable , 
molecular structure and at least on its chemical behavior. The 
methods of extraction and precipitation have in general been 
those coBimonly used for isolating the simple natural bases. 
The precipitation with silver nitrate in slightly alkaline solution 
still further limits the possibilities among known substances of 
this group. That the material diminishes in activity with each 
successive fractionation and that in most cases the products 
which have shown more or less activity by physi61ogical tests 
have been found on further examination to yield well known 
compounds such as nicotinic acid, adenine, guanine, etc., indicate 
either that, transformation from active to inactive substances 
takes place as suggested by Williams or that the vitamin tends 
to adhere to substances of this nature. Drummond in 1917 after 
unsuccessful attempts to isolate the vitamin from yeast by 
various of the well known methods concluded that "the lack 
of success in such attempts is due not so much to instabiUty of 
the vitamin as to the losses which occur through the readiness 
with which the vitamin is adsorbed by precipitates and thus lost 
in the attempts to purify it." The gda^ption of the active 
material by fuller's earth is an illustration of this property to a 
marked degree. Possibly other manipulations with resulting col- 
loidal precipitates may involve this phenomenon and thus tend 
to diminish the quantity and resulting activity of the purified 
product. 

During the same years in which the work on the anti- 
neuritic vitamin summarized above was being published, evi- 
dence was also accumulating that either this or a similar 
substance has a most important influence upon growth and plays 
an essential part in normal nutrition at all ages. 

The Water-SolnUe Vitamin (Vitamin B). 
Osborne and Mendel in 1911 and again in 1912 pointed out 
the superiority of their experimental rations ccmtainiag "protein- 
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free milk" over mixtures of purified proteine, fats, carixAydratM 
and salts, as food for growing animals, even though the putified 
food substances were themselves derived from milk. 

In 1913 they developed the point more fully giving experi- 
mental evidence which pointed plainly to the presence in milk 
of a water-soluble substance important for growth and adult 
nutrition and different from any of the known constituents of 
the diet. Their chief evidence on these points at that time was 
as follows: Young rats fed solely upon milk food (paste c<xi- 
sisting of milk powder, 60 per cent; starch, 12 per cent; lard, 
28 per cent) not only grew from infancy to full maturity but gave 
birth to litters of normal young which in turn have thriven on 
diet precisely like that furnished to their parents. TherefOTe 
this food contains all that is essential for both growth and main- 
tenance. 

Mixtures of starch, lard, purified protein from milk, and a 
salt mixture made in imitation of milk ash, never supported 
growth. But on mixtures of purified protein, lard, .starch and 
"protein-free milk," young rats grew well for 60 to 100 days or 
more; when finally there was a sudden decline and death fol- 
lowed unless a change was made in the diet. 

The observation that the nutritive decline which eventually 
sets in on such a diet can be averted and growth renewed by the 
addition of butter fat to the diet led to the conclusion that a 
substance exerting a marked infiuence upon growth is present in~. 
butter and tended at the time to concentrate attention upon this 
factor rather than to emphasize the presence of another growth- 
promoting substance in the protein-free milk. In December, 
1914, Mendel in a lecture on Nutrition and Growth delivered 
before the Harvey Society of New Yorit stated that: "It is not 
unlikely, to speak conservatively, that there are at least two 
'determinants' in the nutrition of growth. One of these is 
furnished in our 'protein-free milk' which insures proper main- 
tenance even in the absence of growth. When this was fed we 
have maintained rats without growth for very long periods. 
Without this 'determinant' (as, for example, in diets of isolated 
food substances containing' artificial substitutes for 'natural' 
protem-free milk) the special components of butter fat or cod- 
liw oil or egg fat induce only limited gains at best. Another 
'determinant' is fumiehed by these natural fats." 
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Meantime Hopkins (1912) had published the results of his 
discQvery dating back to 1906 of the remarkable effect of the 
addition of small amounts of milk to a diet of purified food- 
stuffs and had drawn the conclusion that certain natural foods 
contain an alcohol-soluble, growth-promoting substance or sub- 
stances. Since both of the substances discussed by Mendel in 
the paragraph above quoted are soluble in alcohol, the work of 
Osborne and Mendel was in accord with that of Hopkins and 
carried the subject further in showing the existence of two 
factors in the problem. 

A paper published by McCollum and Davis (1915) did much 
to advance the view that "there are necessary for normal nutri- 
tion during growth two classes of unknown accessory substances, 
one soluble in fats and accompanying these in the process of 
isolation of fats from certain foodstuffs and the other soluble 
in water, but apparently not in fats." As the result of a study, 
by means of feeding experiments with young rats, of tiie dietary 
deficiencies of rice, it was found that polished rice could not be 
supplemented so as to produce a ration which will induce growth 
by the addition of purified protein, fats which possess the growth- 
promoting property, and salt mixtures; but that the addition of 
quantities of wheat embryo or of milk powder as small as two 
per cent of the food mixture of polished rice, casein, salts and 
butter fat fumj^hed enough of an essential accessory to induce 
growth. This substance essential for growth was shown to be 
present in the water and alcohol extracts of wheat embryo and 
of e^ yolk and to be apparently stable to heat. That it is not 
identical with the growth-promoting constituent of butter fat 
was shown by the fact that the addition of 20 per cent of butter 
fat to the basal ration did not induce growth unless the other 
accessory was supplied nor did the addition of the water-soluble 
accessory suffice to support growth in the absence of the fat- 
soluble accessory. That the amounts of the water-soluble factor 
necessary to induce normal growth are very minute was ^own 
by the fact that amounts of alcohol extract of wheat embryo 
carrying as little as 0.6 gram of solids and 0.0095 gram of nitro- 
gen, equal to 0.33 per cent of the total nitrogen of the ration, 
sufficed to induce nonnal growth. 

Attention was also called to the probability that lactose of 
the ordmary purity may be contaminated with sufficient of the 
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water-soluble growth-promoting. Bubetance to cause pronounced 
increase in body weight of animals whose ration was otherwise 
adequate. Later in the same year McCollum and Davis (1915 a) 
reported that supposedly pure casein as well as lactose may 
contain appreciable amounts of the water-soluble growth-pro- 
moting substance. Casein was therefore puriSed by twice 
repeated precipitation, followed by washing, drying and grind- 
ing. With casein prepared in this way, ti^ether with dextrin, 
butter fat and salta, they obtained no appreciable growth even 
during the first mcmth. Kor was growth obtained in Uie pres- 
ence of excess of the water-soluble factor with absence of the 
fat-soluble factor. Thus an explanation was afforded for the 
observations previously noted by Hopkins and Neville (1913) 
and others that when purification of the various ingredients of 
an artificial dietary is carried to a further degree than usual the 
animals decline at a much more rapid rate than when fed upon 
a similar diet which is less pure. 

Shortly after these papers Drummond (1916) published 
more detailed evidence leading to the same conclusion that 
lactose refined to a degree ordinarily regarded as pure is likely 
to carry considerable amounts of a growth-promoting substance 
soluble in water and alcohol and not destroyed by exposure to 
100° for six hours. This helped to explain the discordant results 
obtained by various investigators in growth experiments in which 
lactose had been a part of the experimental dietary and to make 
more convincing the proof of the indispensability for normal 
nutrition of the water-soluble and the fat-soluble vitamins. 

Similarity in occurrence and properties of the water-soluble 
and antineuritic vitamin soon led to the suggestion and belief 
on the part of most workers that these two are identical. 

McCollum and Kennedy (1916) stated in unqualified terms 
that the water-soluble B essential to growth is the same sub- 
stance which prevents and cures polyneuritis and that it may 
be extracted from fat-free wheat embryo not only by water and 
alcohol but also by acetone, benzene and ethyl acetate. They 
found evidence of the presence of this substance in the juices 
of potato and cabbage as well as in extracts of wheat and oats. 

McCollimi, Simmonds and Pitz (1916) concluded from the 
lesults of their rat-feeding experiments, as had Andrews (1912) 
in his stutfy of human beriberi, that vitamin B passes into the 
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milk only about in proportion as it is supplied by the food of 
tbe mother. 

Funk and Macallum (1916 a) attempted to concentrate the 
water-Boluble growtb-promoting vitamin by such methods as 
Funk had used in his studies with experimental beriberi. They 
found that the growth-promoting substance was almost entirely 
precipitated by means of phosphotungstic acid and while their 
results did not entirely parallel those of Fimk they concluded 
Uiat tbe water-soluble growth-promotii^ substance is analogous 
to, if not the same as, tbe antineuritic vitamin, 

Eddy (1916) found in sheep's pancreas a water-soluble 
growth-promoting vitamin which was precipitated by phospho- 
tui^tic acid and extracted from the phosphotungstate precipi- 
tate by the amyl alcohol method of Jacobs. The fact that this 
substance was also removed from solution by Lloyd's reagent 
still further suggests its identity with the antineuritic vitamin. 

Osborne and Mendel (1917 a) discussed further tbe rdle of 
vitamins in the diet. To promote normal growth in white rats 
with dried yeast as the sole source of water-soluble vitamin 
required, in their experiments, the presence of about two per 
cent of yeast solids in the food mixture. They expressed the 
opinion that water-soluble vitamin exerts a favorable influence 
upon metabolism, improving the general condition of the animal 
and thus increasing the appetite, rather than merely rendering 
the food mixture more palatable and thus inducing the anima] 
to eat more. Subsequently they demonstrated experimentally 
that an animal's appetite for vitamin-free food can be improved 
by feeding the vitamin separately in the form of a small amount 
of dry yeast or dried spinach. As to whether the water-soluble 
vitamin with which th^ were dealing was the saftie substance 
which prevents and cures polyneuritis, Osborne and Mendel at 
this time wrote: "Whether or not the antineuritic component is 
identical with the growth-promoting one is a question which as 
yet has received no definite answer, although Funk and Macallum 
think that tiieir results 'indicate that the growth-promoting 
substance is analogous to and possibly identical with the beriberi 
vitamin' but that considerably larger quantities of vitamins are 
necessary for stimulating growth than for curing beriberi." 

Osborne and Mendel conclude this paper witii ibe statement 
that yeast aa a source of water-soluble vitamin bad not given as 
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good resulta as were obtained from the use of "protein-free 
milk." "Although 8(HQe of the animala brought up on the yeast- 
cfnitaining fooda have gjven birth to young, thus far none of 
f the latter has been reared." The work of Osbome and Mendel 
made it plain that this water-soluble vitamin so often referred 
to as "growth-promoting" is. certainly eseential to normal nutri- 
tion at all ages. 

In another paper published later in the same year Osbome 
and Mendel (1917 b) in calling attention to the fact that up to 
this time milk and pancreas were the only products of animal 
origin that had been tested for the presence of water-soluble 
vitamin say "indirect evidence that animal tissues may cootsin 
this hormone is afforded by studies of the protective, curative or 
antineuritic properties of some of these in relation to beriberi. 
That the substance which induces the remarkable recoveries 
which have been described in these cases is identical with the 
water-soluble hormone which is so esBeatial for growth and 
maintenance ia as yet merely a matter of conjecture." .In the 
experimental work reported in this paper it was shown that 
muscle tissues and meat extract contain but little of the water- 
soluble growth-promoting vitamin but that liver contains a lai^ 
proportion of this substance. It was pointed out that these 
r^ulta parallel the Endings of Cooper in respect to the relative 
amounts of antineuritic vitamin in muscle and liver. Attention 
was also called to the fact that both liver and pancreas in ctm- 
trast to muscle tissue are exceptionally rich in glandular cells. 

Drummond (1917), following attempts to isolate and deter- 
mine the chemical nature of the water-soluble vitamin, concluded 
that it was either identical with the antineuritic vitamin or that 
the two substances were closely related members of the same 
class. Drummond's feeding experimenta were conducted upon 
young black rats. The various components of the basal diet 
(casein 18, starch 40, agar 5, salt mixture 5, sucrose 17, and 
butter fat 15 parts) were carefully purified before use by extrac- 
tions designed to remove all traces of the water-soJuble growth- 
promotii^ factor. To this basal ration were added varying 
amounts of the material to be tested for the presence of the 
vitamin. The addition of 6 per cent dried yeast gave better 
growth than 3 per cent, but when the percentage was increased 
to 12 no further improvement was noticed. The growth factw 
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was not ronoved from dried yeast by extraction with absolute 
alcohol or ether nor appreciably from yeast extract by absolute 
alcohol but proved more soluble in 70 per cent alcohol. Treat- 
ment of dried yeast by heating to 100° for 30 minutes did not 
affect its activity, while injury but not complete destxuctioa 
resulted from autoclaving at 120° for 30 minutes. The activity 
of the yeast extract was not appreciably diminished by boiling 
with dilute (1 per cent) hydrochloric acid for 12 hours nor by 
treating with 5 per cent sodium hydroxide at room temperature 
for 24 hours. Treatment with hot 5 per cent sodium hydroxide 
for 5 hours tended to destroy its activity. 

Attempts to isolate the active substance by methods similar 
to those used in the study of the antineuritic vitamin proved 
even less successful, great loss of activity occurring during the 
fractionation. This, as has been stated earlier, was attributed 
by Drummond not so much to instability of the vitamin as to 
its ready adsorption by colloidal precipitates. 

Drummond in 1918 published his second paper on vitamin B 
dealing chiefly with its distribution in the animal body and its 
effect upon nutrition and nitrogen metabolism. He found the 
food consumption of rats fed upon a diet deffcient in water- 
soluble B to be low. Increased food consumption was brouj^t 
about by the addition to the diet of flavoring extracts or of ex- 
tracts containing vitamin B but growth t«ok place only when 
the extract contained vitamin B and the extent of growth was 
within certain limits proportional to the amount of vitamin B 
added, provided that the diet was adequate in other respects. 
The length of time that an animal is able to maintain itself 
on a diet deficient in water-soluble B without sufFering serious 
loss of body weight appeared to be directly proportional to the 
age at which the restriction is imposed. Actively growing tissues 
(embryos, tumors, etc.) did not contain appreciable amounts of 
vitamin B, and desiccated pituitary gland (whole gland and 
anterior lobe), thyroid, thymus, testicles and ovarian tissues were 
also found to be deficient in this vitamin. 

The only apparent deviation from the normal noted in the 
nitrc^n metabolism of rats on diets deflcient in vitamin B was 
the appearance of creatinuria accompanied by a slow wasting of 
the skeletal muscles. Drummond was uDable to determine the 
cause of the fatal decline which invariably follows a deficiency 
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in vitamin B. Symptoms of nerve disorder were found in only 
three of the many caBes studied. Some other observers have 
noted the occurrence of neuritis much more frequently in such 
cases. 

A further study of the solubility and stability of the water- 
soluble growth -promoting vitamin was made by McCollum and 
Simmonds (1918) using white beans or wheat embryo as sources 
of the vitamin. The technique employed in this and other 
similar studies consisted in feeding young rate a diet of purified 
food substances (casein, salt mixture, agar-agar and dextrin) to- 
gether with 5 per cent of butter fat to supply an abundance of 
vitamin A. The rata were confined to this diet for about five 
weeks until they had either become stationary in weight or were 
declining with evidences of paralysis. The material to be tested 
for vitamin B was then added to the diet, the animals continuing 
to decline or responding with growth, according as tJie material 
was deficient or rich in this vitamin. This method was consid- 
ered to show within two weeks whether the preparaticm under 
investigation contained vitamin B in significant amounts. As 
tested by these criteria, it was shown that vitamin B is not 
extracted directly from beans, wheat germ or pig kidney by 
ether, benzene or acetone, but is readily extracted in great part 
by alcohol (95 per cent). After being removed by alcohol it was 
shown to be soluble in benzene but very slightly soluble in ace- 
tone. McCollum and Simmonds conclude that: "The probability 
that there should be two or more physiologically indispensable 
substances in what we term water-soluble B, both or ail of which 
should show the same solution relations with three solvents, is 
relatively small and lends support to our view that the substance 
which protects animals gainst polyneuritis is the only essential 
complex in the extracts described." A few experiments on the 
stability toward acids and alkalies of water-soluble B in the 
form of an alcohol solution of wheat embryo were also reported. 
These tended to confirm similar tests of the antineuritic vitamin 
in its rapid destruction by alkalies and relatively marked 
stability toward hydrochloric acid. Nitrous acid had slight if 
any action, this fact constituting a strong indication that the 
active substance is neither a primary nor a secondary amine. 

Osborne and Wakeman (1919) described experiments in 
wbicb they soii^t by fractional precipitation with alcohol of the 
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water extract of yeast, to concentrate the water soluble vitamin 
in a fraction and thus obtain it free from all but a comparatively 
small proportion of the other constituents of the yeast. Instead 
of submitting the yeast to autolysis as in the work of previous 
investigators on the antineuritic vitamin, they prepared the 
original water extract by coagulating the yeast by boilii^ water. 
Their experimental procedure was in brief as follows: Sev^al 
liters of fresh bottom yeast were obtained directly from a brew- 
ery, and immediately diluted with ice water, centrifuged and the 
sediment washed twice more in the same way. The moist washed 
yeast' weighing 264 grama was stirred gradually into one liter of 
boiling distilled water containing 10 cubic centimeters, or one per 
cent, acetic acid. After boiling for about two minutes the solids 
were separated by means of a centrifuge. The water extract 
thus prepared contained 17.1 per cent of the solids of the yeast 
and 14.4 per cent of its total nitrogen. 

This water extract, although containing less than one-fifth 
of the yeast solids and only one-seventh of the yeast nitrogen, 
contained nearly all of the water-soluble vitamin. Daily doses 
of 17 milligrams of the solids of this extract pnnnoted the 
recovery and rapid growth of young rata declining on a diet free 
from water-soluble vitamin. The water extract was then pre- 
pared in the same way but in larger quantity from 4.5 kilograms 
of moist yeast and the water extract after concentration to two 
liters was poured into three liters of 93 per cent alcohol, making 
the alcoholic content of the mixture about 62 per cent by weight. 
The flocculcnt precipitate which separated was designated as 
Fraction I. The filtrate and washings from Fraction I were con- 
centrated to 300 cubic centimeters and poured into 1,960 cubic 
centimeters of 93 per cent alcohol, making the alcohol content of 
the mixture about 79 per cent by weight. The resulting precipi- 
tate (Fraction II) was washed once with 79 per cent alcohol 
and then twice dissolved in about 100 cubic centimeters of water 
and reprecipitated by pouring into enough alcohol to make the 
alcohol concentration 90 per cent by weight. After standing un- 
der absolute alcohol and drying over sulfuric acid, a li^t- 
colored, friable product was obtained equal to 51.8 grams of dry 
material or to 37 per cent of the solids of the extract or to 
G2 per cent of the solids of the ori^nal yeast. This dried 
FractioR 11 contained 7.5 per cent of nitrt^^n or the equivalent 
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of 4^ per cent of the total nitrogen of the original yeast. The 
ash contoit of the dry Fraction II was 10.65 per cent. 

Numerous feeding experimeate showed this fraction to be 
highly efficient in promoting the growth of young rats when fed 
as the sole source of water-soluble vitamin and in restoring 
animals which were declining on a vitamin-free diet. Osborne 
and Wakeman determined the distiibution of nitrogen between 
humus, ammonia, amino, basic and purine forms in this yeast 
fraction before and after hydrolysis with results which they 
inta'pret as indicating the presence of relatively large propor- 
tiona of nucleic acid, amino-acids, and peptides. Experiments 
upcm this material, Fraction II, showed it to be very soluble in 
water, the resulting solution being distinctly acid to litmus. 
They state that: "Relatively considerable quantities of alkali 
are needed to produce a neutral reaction to litmus and not a 
little more must be added before an alkaline reaction results. 
Only a trace of a precipitate separates from the neutralized 
solution. 

"The unneutralized solution gives a large precipitate with 
lead acetate. Barium chloride causes only a turbidity, but yields 
abundant precipitate when the solution is previously neutralized 
with sodium hydroxide. Silver nitrate does likewise. 

"Baryta solution gives a voluminous precipitate which con- 
tains about 25 per cent of the solids of the fraction and a rela- 
tively small part of its nitrogen. About 25 per cent more of the 
fraction is thrown out of the alkaline filtrate from the barium pre- 
cipitate by silver nitrate. This precipitate, when thoroughly 
washed with baryta solution, contains nearly one-half the nitro- 
gen of the fraction. The Aqueous solution of Fraction II when 
acidified with sulfuric acid yields a very large precipitate with 
phosphotungstic acid. Mercuric chloride gives a precipitate; cop- 
per sulfate gives none. An aqueous or alcoholic solution of picric 
acid gives a precipitate if enough is added. Whether any one 
of tlie above precipitates contains some or all of the wat^-soluble 
vitamin remains to be determined. 

"Such preliminary observations indicate that a variety of 
substances are present m this fraction, hut give no clue to the 
nature of the water-soluble vitamin. We have provided our- 
selves with several kilos of this active yeast fraction and are now 
d in a systematic study of its constituents." 
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In a further study of this yeaat fraction OsbMme and Leaven- 
worth (1921) have found that its efficiency as a source of water- 
soluble vitamin, as indicated by growth e:q)eriments with rats, 
is only slightly if appreciably affected when the material is dis- 
solved in tenth-normal sodium hydroxide and allowed to stand 
at a temperature of 20° C. from one-half hour to 18 hours, 
whereas when such a solution stood for 90 hours at 20° its effi- 
ciency was very greatly reduced, indicating the destruction of a 
large proportion of the water-soluble vitamin present. A still 
larger proporti(m if not the whole of the vitamin present was 
destroyed when a solution of the same alkalinity after standing 
for 18 hours at 20° was heated for one hour at 90°. The authors 
conclude that in attempting to concentrate or isolate the water- 
soluble vitamin B, dilute alkaline solutions can be used without 
materially affecting its activity provided that a low temperature , 
and a short time of exposure to the alkali be employed. 

Are the Antineuritio Vitamin and "Water-Solnble B" 
^« Same Substance? 

While the studies that have been briefly reviewed above have 
pointed to the close resemblance or identity of the growtii-pro- 
moting vitamin B and the antineuritio vitamin, a critical com- 
parison of the literature bearing directly or indirectly on the 
subject reveals certain dissimilarities which leave the question 
still unanswered. Such a comparison has been made by Mitchell 
(1919). After referring to the belief that the antlneuritic and 
water-eoluble growth-promoting vitamins are identical he points 
out that "This belief ranges from positive conviction, through 
tacit acceptance, to a frank weighing of the probabilities." Aa 
his paper constitutes an excellent survey of the literature on ihe 
subject with a critical evaluation of the data presented in the 
various contributions, it will be reviewed at considerable length. 
According to Mjtchell : 

"The conclusion that the two vitamins are identical seems 
to be based upon the following grotmds. (1) The distribution of 
the two substances in natural food products is very similar and 
the correlation between the actual amounts (in so far aa these 
have been measured by biological tests) found in different prod- 
ucts appears to he close. (2) The lack of known sources of 
water-soluble B in the diet of various species of experimental 
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i^nimftU geems generally, if not always, to result in symptKHiis 
of nerve degeneration and paralysis. (3) Extracts of natural 
food products possessing growth-promoting properties are said 
to contain very probably only one indispensable vitamin, though 
supplementing satisfactorily a ration containing no other pos- 
sible source of antineuritic vitamin. (4) The solubilities of the 
two vitamins in the common solvents are said to be identicaL 
(5) Attempts at isolating the two vitamins have shown that 
they possess identical precipitanta and adsorbents. (6) The 
stabilities of the two substances, especially to acids, alkalies, 
and elevated temperatures, seem to be similar if not identical." 

In discussing the first point, attention is called to instances 
in the literature in which the correlation between the distribu- 
tion of the antineuritic vitamin and water-soluble B is not close. 
This seems to be particularly the case in green vegetable, roots 
and tubers which appear to contain rich or moderate amounts 
of the growth-promoting water-soluble vitamin (Osborne and 
Mendel, 1919, 1919a; McCollum, Simmonds and Parsons, 1918a; 
Sugiura and Benedict, 1918) and small amounts or none at all 
of the antineuritic vitamin (McCollum and Kennedy, 1910; 
Chick and Hume, 1916-17; Vedder and Clark, 1912; Chamber- 
lain, Vedder and Williams, 1912). While Mitchell points out 
that if tiiis relation is abundantly confirmed by future research 
"it may of itself effectively dispose of any contention of the 
identity of the two vitamins," he shows that the evidence as it 
stands does not amount to finality on account of the variability 
of the vitamin content of vegetables, roots and tubers in dif- 
ferent stages of freshness and maturity of the material, the lack 
of e:q)eriinent8 on the antineuritic and growth-promqtmg prop- 
erties of the same vegetable samples (see, however, the work of 
Emmett and Luroe beyond), and the unreliability of experimen- 
tal results in investigations of the comparative antineuritic prop- 
erties of foods when polished rice, in itself defective in several 
factors other than the antineuritic vitamin, is used as the 
basal diet. 

Experiments with unpolished rice are considered to afford 
some evidence of the lack of identity of water-soluble B and the 
antineuritic vitamin as shown by the observation of McCollum 
and Davis (1915b) that unpolished rice is adequately supple- 
mented by casein, salt and butter fat, thus implying a sufficiency 
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of water-soluble B — and of Gibson and Concepcirai (1914) that 
iinpolished rice does not fumiBh complete protection against 
polyneuritis in pigeons, which, if confirmed, would show an in- 
sufficiency of the antineuritic vitamin. The experience of other 
invest^atorB, however, does not bear out that of Gibson and 
Concq>ci<»i on this particular point. 

The second point, that lack of vitamin B in the diet of 
various species of ei^rimental animals results in symptoms of 
nerve degeneration and paralysis, ie dismissed by Mitchell with 
references to the observs4on of Osborne, Wakeman and Ferry 
(1919) that such symptoms do not always develop on a diet 
lackii^ in water-Boluble B, and of Hart, Miller and McCollum 
(1916) that "nutlnutrition hUtolc^ically charactenzed by nerve 
degeneraticHi may result from the presence of toxic materials in 
apparently normal food products and in the presence of all 
known factors eaacnttal for continued growth and well-being." 

As an illustration of the third point, that similarity in 
extraction points to the identity of the two vitamins, the state- 
ment of McCollum and Sinmionde (1918) noted above ie quoted. 
Their argument of the improbability of two or more physiolt^- 
cally indispensable substances possessing the same solubility 
relations toward several solvents is considered to be of a cir- 
cumstantial character. "In fact it is quite conceivable that the 
^atment of natural foods with boiling alcohol breaks up combi- 
nations of vitamins with other substances so that the removal 
of the water-soluble B by this solvent may have been a combi- 
nation of chemical and purely solvent action." 

In reviewing the literature on the solubilities of the water- 
soluble B and the antineuritic vitamin, both are shown to be 
soluble in water and dilute alcohol and, generally speaking, 
insoluble in fat solvents. Water-soluble B is said by Osborne 
and Mendel (1917 a) and by Drummond (1917) to be insoluble 
in absolute alcohol, and by McCollum and Simmonds (1918), 
only incompletely soluble in 95 per cent alcohol. On the other 
hand, the antineuritic vitamin has been said to be soluble in abso- 
lute alcohol by Eijkman (1911), Funk (1911), Eraser and Stan- 
ton ( 1910) and others who have worked on its extraction and con- 
centration. The conclusion that the growth'promoting factor 
is of somewhat lower solubility than the antineuritic is thought 
to be even more clearly shown in the case of acetone and benzene. 
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In McCollum'B laboratory, it has been reported that acetone and 
benzene extract the antineuritic vitamin from fat-free wheat 
embryo (McCoUum and Kennedy, 1916), but that the same 
solvents do not extract the water-soluble B to any appreciable 
extent (McCollum and Davis, 1915 b; McColIum and Sim- 
mfoids, 1918). After extraction with alcoh<J, however, water- 
soluble B appears to be only slightly soluble in acetone but more 
readily soluble in benzene. 

"From the work quoted, therefore, the evidence lends support 
to the conclusion that the water-soluble B is not extracted frcHn 
food materials to any appreciable extent by either acetone or 
benzene, and that vbea extracted it is still only slightly soluble 
in acetone, though readily soluble in benzene. The antineuritic 
vitamin, however, seems to be readily extracted from wheat 
embryo by acetone and benzene, and to be readily soluble in 
both of these solvents." 

In discussing the attempts at isolating the two vitamins 
Mitchell cnticisee the work of Funk and Macallum (1916 a) 
and of Eddy (1916) on the ground that the basal rations used 
in mailing the biological tests, besides their deficiency of water- 
soluble B "could not have contained more than a trace of fat- 
soluble A." The results of Drummond (1917) while supporting 
"the view that water-soluble B and the antineuritic vitamin 
are identical do not constitute a demonstration. The lack of 
food intake records complicates their interpretation while the 
large losses of vitamin as soon as precipitation was resorted to 
find no parallel in analogous work with the antineuritic sub- 
stance." "The ready adsorption of water-soluble B by precipi- 
tates of all descriptions postulated by Drummond, in e^^laining 
Uie large losses during chemical manipulation, does not seem to be 
a property of the antineuritic vitamin. Thus, Enmiett and 
McKim (1917) show that while this vitamin is adsorbed by 
fuller's earth and Lloyd's reagent it is not adsorbed by the 
kieselguhrs or infusorial earths, indicating a selective adsorptioD 
by the former. Being readily dialyzable, there seems to be no 
compelling reason for believing it to be indiscriminately adsorbed 
by precipitates of all kinds." 

With regard to the stability of the two vitamins, evidence is 
cited that both are stable to acids and to even concentrated 
alkalies at room temperature. At the boiling temperature the 
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antineuritic vitamin appears to be rapidly destroyed by alkali 
(Steenbock, 1917), while the growth-promoting vitamin is more 
stable although the results with alkalies are somewhat ccmfiisii^ 
(Drummond, 1917; Osborne, Wakeman and Ferry, 1919; Mc- 
Collum and Simmonda, 1918; and Daniels and McClurg, 1919). 

As to stability toward heat, the evidence is also conflictii^ 
for temperatures above 120°, although a greater stability of the 
growth-promoting vitamin is again indicated (Chick and 
Hume, 1917 b; McCoUum and Davis, 1915 c; McCoUum, Sim- 
monds and Pitz, 1917; Daniels and McClurg, 1915; and Drum- 
mond, 1917) . 

Mitchell concludes that there seems to be very good reason 
for doubting the identity of the two vitamins but Uiat in settlii^ 
the question definitely there is need of quantitative experiments 
in which the same materials are t«sted for their growth-promot- 
ing and antineuritic properties. 

Emmett and Luros (1920) have recently reported &a investi- 
gation following this plan, the results of which cast further 
doubt upon the usual assumption that the antineuritic and 
water-soluble growth-promoting vitamins are identical. The 
particular phase of the problem considered was the stability of 
the water-soluble vitamin to heat. A compilation of the avail- 
able data on this point, with some consideration of the possibility 
that the amount of ration consumed might carry an excess of 
the vitamin beyond minimum requirement and so mask partial 
destruction, showed that the antineuritic and the growth-pro- 
moting vitamins as measured by polyneuritic pigeons and young 
rats respectively, were fairly stable at temperatures around 100- 
105° C, while at higher temperatures the antineuritic vitamin 
seemed to be less stable to heat and alkali than the rat growth- 
promoting vitamin. Comparable results were obtained in a aeries 
of experiments in which the same source of water-soluble 
vitamin, namely unmilled rice, was used for studies on poly- 
neuritis in pigeons and the rate of growth in young rats. 

In the case of pigeons, the unmilled unground rice ccmstituted 
the sole food while with rats the unmilled ground rice was supple- 
mented with lactalbumin, salt mixture, butter fat and lard to 
form a balanced ration for growth. The results obtained in 
feeding experiments in which the rice had been subjected to 
different heat treatments showed that "while the antineuritic 
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vitamin is stable to heat at 120° C. and 15 pounds preseure for 
X hour, partially altered by heating in the air oven at 120° for 
2 hours and totally destroyed at 120° and 16 pounds pressure in 
2 and 3 hours, the water-soluble B vitamin (rata) appears to be 
stable to heat at these same temperatures, that is, it is not 
distinctly or totally broken down. Whether this vitamin was 
slightly destroyed could not be definitely ascertained due to the 
lack of quantitative methods. 

"These findings suggest, tentatively at least, that the anti- 
neuritic (pigeons) and the water-soluble B (rate) vitamins are 
not the same, and that it would be better to consider them as 
being different until there is further proof to the ccmtrary." 
• Recently Funk and Dubin (1921) have embraced the view 
that what has heretofore been called vitamin B consists of a 
mixture of two vitamins — first, the antineuritic substance readily 
ronoved from autolyzed yeast by adsorption upon fuller's earth, 
to which they propose that the designation vitamin B shall here- 
after be confined; and second, the water soluble substance less 
readily adsorbed by fuller's earth and exerting a specific growth- 
promoting infiuence upon microorganisms and which they pro- 
pose to call vitamin D. Their e:q)erimental evidence is as yet 
admittedly not sufficient to permit of more definite discussion. 

Before this question can be answered satisfactorily it will 
probably be necessary to have a considerable number of parallel 
experiments in which the same specimens of foods or extracts 
are fed for the prevention of polyneuritis and for the support of 
normal growth, and in both cases with quantitative records of 
the intake as well as due regard to the age and size of the experi- 
mental animal. The rations must also be so planned that any 
material diminution of the B vitamin will actually retard 
growth. This will probably necessitate the averaging of large 
numbers of experiments since Osborne and Mendel find large 
individual variations in the requirement for the B vitamin. 

The antineuritic properties should be tested by preventive 
rather than curative experiments. The results of Williams, of 
Dutcher, and others have shown that "curative" antineuritic 
effects can be demonstrated upon polyneuritic pigeons by the 
administration of a wide variety of substances, not all of which 
surely would in any case be regarded as identical with growth- 
promoting vitamin. Furthermore, much uncertainty necessarily 
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attaches to the reeulta of "curative" experimentB through the 
fact that Bome distinctly polyneuritic pigeons have been observed 
to show marked improvement without any treatment. 

Since most of the tests of antineuritic properties heretofore 
made have been by means of curative experiments which we 
now believe should be confirmed by preventive experiments 
before final interpretation, and since both extraction experiments 
and feeding trials need to be made in a more strictly quantitative 
way than has been customary in the earlier work, it would seem 
wise to conclude that the evidence thus far available does not 
prove either that the water-soluble growth-promoting and anti- 
neuritic vitamins are the same or that they are different. 

It might perhaps be said that the preponderance of evidence 
thus far available favors the view that the water-aoluble growth- 
promoting vitamin is probably among the substances which may 
exert antineuritic action. 

Phyiiologicsl Properties. 
The changes in the central nervous system induced by the 
absence of the antineuritic vitamin are so striking and respond, 
so readily to treatment that they have tended to obscure the 
other manifestations resulting from a partial or total deficiency 
of this vitamin in the diet. Attention was called to this by 
McCarrison (1919) in a series of studies conducted at the Pasteur 
Institute of Southern India on the general subject of patho- 
genesis of deficiency disease. Working first with pigeons he was 
able to demonstrate a certain parallelism between tiie effects of 
simple starvation and lack of vitamins. In cases unctnnplicated 
by bacterial invasion, both simple starvation and a diet of pol- 
ished and autoclaved rice brought about loss in weight, a pro- 
gressive fall in body temperature, and slowing of respiration. 
The weights of the various oi^ans of the body immediately after 
death showed atrophy of the thymus, testicle, spleen, ovary, 
pancreas, heart, liver, kidneys, stomach and thyroid in decreasing 
order and marked hypertrophy of the adrenals. The pituitary 
gland and the brain showed no change in the starved pigeons, 
while on the vitamin-deficient diet a slight tendency to enlarge- 
ment of the pituitary was noted in the male birds and slight 
atrophy of the brain in both male and female. The central 
nervous system as a whole underwent little atrc^by, the pars- 
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lytic gymptoms being mainly due to impaired functional activity 
of the nerve cells rather than to their degeneration. 

McCarrisoD places great significance on the hypertrophy of 
the adrenals for want of vitaminic mibetances since this occurs 
both as a result of starvation and of a polished rice dietary. 
"Endocrinology provides another striking illuatratioQ of such 
hypertrophy, namely, that of the thyroid for want of iodine. 
The thyroid hypertrophies either because of the lack of iodine 
in the food or because of its imperfect assimilation due to 
microbic action in the gastro-intestinal tract, and most c<mimonly 
when both factors operate together. My researches with regard 
to beriberi are leading me to a like conclusion concerning the 
adrenals: these enlarge for want of antineuritic vitamins in the 
food and probably also in consequence of the inadequate 
assimilation of these substances — owing to microbic or para- 
sitic action in the gastro-intestinal tract, or for both reasons." 

McCarrison's study of the relation between infection and 
deficiency disease was conducted on pigeons naturally and arti- 
ficially infected with Bociiius auipesHfer. The infected birds 
when fed on polished rice developed symptoms of polyneiiritis 
more rapidly than non-infected birds. Asthenic and fulminatory 
forms of polyneuritis were much more frequent in the infected 
birds, which rarely survived long enough to develop cerebellar 
symptoms. Such symptoms however developed in birds in which 
infection had been prevented by isolation and inmiunizstion. 
Control birds fed on a libeul diet of mixed grains were in 
general immune, although exposed to infection. These resulta are 
thought to illustrate the influence which infectious agencies 
probably exert in man under like conditions of dietetic deficiency, 
beriberi being more frequent among peoples subjected to tha 
attack of innumerable bacterial and other parasitic agencies, to) 
which they are rendered highly susceptible in consequence of a 
dietetic deficiency. 

The general conclusion of McCarrison at this time was thfit 
the pathological condition resulting from a vitamin-free diet is 
due (a) to chronic undernutrition, (b) to derangement of function 
of the organs of digestion and assimilation, {c) to disordered en- 
docrine function, especially of the adrenal glands, and (d) to mal- 
nutrition of the nervous system. "The whole morbid process is 
believed to be the result of nuclear starvation of all tissue cells. 



DigitzfidbyGOOgle 



66 THE VITAMINS 

Even the adrenala, which alone of all organs of the body undergo 

hypertrophy, Bhow on Bection changes in some of the cella 

indicative of nuclear Btarvation." For this reason the term 

"nucleopaBt" (that which feeds the Ducleus) has been suggested 

by McCarriBon as a more accurate and apt term than antineuritic 

vitamin. 

While the work which haa just been reviewed was concerned 
with essentially complete vitaminic deficiency, the correctness of 
attributing the pathological conditions in so far t^ vitamins 
were concerned to lack of vitamin B is indicated by McCarrison's 
second paper of the series in which he reports practically the 
same i^iulte from feeding pigecois autoclaved rice plus onions 
and butter to furnish vitamins C and A respectively. The only 
marked difference in tJie findings was the comparative freedom 
from edema in the experimental pigeons, thus pointing to the 
possibility of an anti-edema factor present in the onion or butter 
(probably in the latter), and also present in unpolished rice. 
This would seem to suggest the possibility, which has apparently 
not yet been sufficiently considered, of a connection between lack 
of vitamin A and edema such as is present in wet beriberi and 
in the so-called hunger edema. 

In the more detailed study of the histolt^ical changes in the 
intestines of pigeons on vitamin-deficient diets, autoclaved rice 
alone was used as the diet deficient in all three vitamins, rice 
and butter as the one deficient in B and C, and rice and onion 
as the one deficient in A and B. The chief microscopical 
changes observed at autopsy in pigeons on these diets were 
atoophy and congestion, the latter being more largely confined 
to the upper part of the alimentary tract, and tending to open 
the way to i^stemic infection from the diseased intestine. 
Interpreted in terms of bowel function the derangements to 
which these pathological chaises may ultimately lead are classi- 
fied as impairment of the neuromuscular control of the bowel; 
impaired transport of the intestinal contents along the alimentary 
canal; impairment of assimilative power; impairment of secre- 
tory function; impaired protective resources leading to infection 
of the mucous membrane of the bowel by pathogenic saprophites 
or ingested bacteria and to systemic infection therefrom. That 
these gastro- intestinal lesions are much more deep seated than 
those of the nervous system is indicated from tiie observatioD 
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that the nervous symptoms present in avian polyneuritis may 
be rapidly ameliorated and recovered from, and yet the birds die 
in consequence of gastro-intestinal lesions. In the nervous 
system the symptoms are considered to be mainly the result of 
functional disorder, while in the intestine a greater destructitm i 
of tissue cells takes place. 

From the order of severity in which bistolt^cal changes 
occur in different organs, McCarrieon concludes that "the organs 
which suffer most are those which are least essential to the life 
of the individual. Next in order are the organs of digestion and 
assimilation, then the organs of excretion, and lastly the organs 
of internal secretion. That the central nervous system suffers 
least from the point of view of organic lesions is shown by the 
rapidity with which the nervous symptoms due to the deficient 
diet can be controlled or abated by the administration of vita- 
minic substances. It seems probable that the cellular elements 
of the organs least essential to the life of the individual are 
utilised to provide accessory food factors and other nutritive 
materials for the cells of higher function." 

Findlay (1921), in a very carefully controlled ccnnparative 
study of starvation and beriberi in pigeons and fowls, has con- 
firmed the work of McCarrison to the extent that the histological 
changes in beriberi were found to be similar in gross manifesta- 
tions to those of starvation, including hypertrophy of the adre- 
nals, little or no change in the pituitary gland, and atrophy of Uie 
other organs. Microscopically they were found to differ from 
those of starvation in evidence of nuclear degeneration, chroma- 
tolysjs in the cells of the nervous system, and retention of lipoids 
in the adrenal cortex. The administration of vitamin B in the 
form of yeast to birds suffering from beriberi was followed by 
the removal of lipoids from the adrenal cortex, an increase in the 
nucleic acid content of the brain, and the disappearance of the ' 
paralytic symptoms. On the basis of these findings together 
with the observations that the nucleic acid content of the organs 
of t^e ox is related quantitatively to the vitamin B content of 
the same organs as determined by Cooper, and that the liver and 
brains of birds with beriberi show a decrease in nucleic acid 
content which is more marked in the liver than the brain, the 
theory of the relationship of vitamin B to nuclear metabolism 
suggested by McCarrison is advanced still further as follows: 
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"Vitamin B is eesential for the formation of nucleic acid. When Uie 
tissue content of vitamin B falU below a certain level the fthoephorJEed 
lipoid, instead of passing on to the central nervous ej'stem is immobilized 
in tiie adrenal cortex. The central nervous ^stem begins to run short 
of nuclear material and b. functional paralysis occurs. If the nuclear 
shortage becomes very acute, the essential nerve centeiB in the medulla 
are at length afFected and death ensues, but if vitamin B is given in time 
the lipoid of the adrenal cortex ia liberated, the nuclear starvation of the 
centml nervous system disappears and the pwalytic bird is restored to 
health with dramatic rapidity. If the hypothesis which we have su^ested 
be correct, sever^ facte can be viewed in a new light. It becomes appar- 
ent why muscular activity, by using up nuclear material in the central 
nervous ^stem, as evidenced by chromatolysis, causes a shortening of the 
incubation period of beriberi, why, in fact, any conditions such as growth, 
entailing an increased demand for nuclear material, should rapidly use 
up the available supply of vitamin B factor, while starvation in which 
nuclear activity is reduced to a minimum is not accompanied by ^mp- 
toms of beriberi." (Findlay.) 

These iDveatigations have been reviewed at some leBgtb as 
indicating the profound effect which a qualitatively insufficient 
diet lacking in vitamin B may have upon the bodily functiona, 
and as offering a possible clue to the nature of the function of 
vitamin B in metabolism. It should be emphasized, however, 
that in experiments in which polished rice serves as the sole 
nutrient aside from the vitamin-containing substances other 
nutritive deficiencies are involved which may complicate the 
issue in so far as the physiological properi.ieS of vitamin B alone 
are concerned. Investigations which take this into consideration 
have been reported recently by Simonnet (1920, 1921). 

On the basal diet described on page 75 supplemented by a 
small amount (0.5 to 1 gram) of dried brewery yeast, pigeons 
can be kept in approximate weight equilibrium by the necessary 
quantitative adjustment of the diet. On this same diet minus 
the yeast, symptoms of polyneuritis developed in from 19 to 49 
days, but with no loss in weight during the incubation period 
such as is the rule on a polished rice diet. On the contrary the 
general condition of the experimental pigeons during the period 
before the onset of polyneuritic symptoms is said to be excellent, 
the appetite good, and the temperature curve normal. 

In addition to the classical symptoms of polyneuritis which 
developed after this preliminary period, Simmonet mentions 
vomiting (see also Karr), inability to swallow, diarrhea with 
presence of bile salts in the excretions, and an increase in the 
output of uric acid. Changes in body temperature are said to 
ioUow a rhythmical course apparently connected with corre- 
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sponding irregularities in reBpiration. Death follows one of tiiese 
respiratory crises, "air hunger," unless the vitamin-contwiing 
substance is administered. The violence of the symptoms and 
the rapidity with which they can be ameliorated by the proper 
treatnwnt are thought to point to "a striking intoxicatirai of 
certain nerve centers." 

Contrary to the results reported by McCarrison, autopsy 
revealed no microscopic lesions indicating a marked interference 
with the mechanism of digestion. This is attributed to the 
difference in the experimental rations. "The fact that with our 
regime the animals ate until the last day, that it is possible to 
cure in a permanent manner very severe nerve lesions, and to 
obtain in series symptoms followed by cure inclines us to think 
that the intestinal lesions noted by the English investigator 
(McCarrison) refer to another cause and that the nerve mani- 
festations are purely functional." 

These results are thoi^ht to show the posaibility of eliminat- 
ing the factor of starvation to a very great extent in deficiency 
disease and of thus simplifying the study of the question of the 
identity or non-identity of the Rrowth-promoting water-soluble 
vitamin and the antineuritic vitamin. Attention is called, how- 
ever, to differences in the pathological conditions induced in 
different species of experimental animals by lack of vitamin B, 
In the pigeon under suitable condititma the nerve lesions ap- 
pear before evidences of starvation, in the rat the nerve lesions 
are less marked than the effects of starvation, and in the dog as 
shown by Karr (1920) the nerve lesi<His manifest themselves 
only in those animals which continue to eat vmtil nearly the 
time of appearance of the nerve symptoms, while others which 
refuse to eat die of starvation without manifesting nerve lesions. 

That starvation may be an important factor in the genesis of 
pathological conditions induced by lack of vitamin B has been 
recognized in much of the recent vitamin work. Karr 
(1920, a, b), working in Mendel's laboratory, has demonstrated 
failure of appetite, decreased food consumption and eventually 
polyneuritic symptoms in dogs on diets lacking in vitamin B 
and prompt recovery on the administration, apart from the diet, 
of extracts containing the vitamin. Lumi^ (1920) goes so far 
as to venture the hypothesis that failure of appetite and conse- 
qu^t starvation is the real cause of the pathological conditions 



DigitzfidbyGOOgle 



60 THE VITAMINS 

produced in pigeons on diets of poliehed rice. In support of this 
he claims to have produced the classical symptoms of polyneuritis 
in from 12 to 14 days in pigeons on a diet rich in vitamins but 
quantitatively insufficient, the daily ration consisting of 4 grams 
of polished rice, 2 of glucose, and 1 of dried brewery yeast, and 
to have cured the condition on the subsequent administration of 
a sufficient amount of polished rice. In an attempt to explain 
the failure of appetite of pigeons fed on polished rice a compari- 
son was made of the changes taking place in the crops of 
pigeons forcibly fed on unpolished and polished rice respectively. 
On (^>eDing the crop several hours after the feeding of a large 
amount of the rice the unpolished grains were found to be thor- 
oughly moistened, and the polished very dry. The author con- 
cluded that "pigeons submitted to a regime of polished rice die, 
therefore, of inanition because they lose their appetite. This 
loss of appetite seems due principally to the insufficiency of the 
fuDctionii^ of the glands of external secretion whose normal 
activity appears to he due to the presence in foods of substances 
which excite it. The vitamins intervene to Gil the excito- 
secretory rSle as well as to maintain the tonus of the organs of 
digeatjon." 

Further work along these lines has just appeared from 
Mendel's laboratory (Cowgill, 1921 b; Cowgill and Mendel, 
1821). Dried brewery yeast, neutralized tomato juice, and 
alcoholic extracts of wheat embryo, of rice polishings, and of 
navy beans were employed as sources of vitamin B. All these 
materials show pronounced curative effects when fed to poly- 
neuritic pigeons and all were foimd capable of restoring the 
desire for food in a dog which had lost appetite through being 
confined to a diet lacking vitamin B. Dogs on diets adequate 
in othev respects but lacking vitamin B usually show loss of 
appetite in from five to fifteen days and thereafter eat very 
irrc^arly if at all. If the dog continued to eat stnne food it 
eventually showed symptoms of polyneuritis differing somewhat 
in appearance from those exhibited by pigeons and fowls. 
Paralysis of the hind legs resulting first in a peculiar dragging 
of tite feet and then in cranplete loss of control of the hind limbs 
was the most characteristic feature in the dt^. Often the first 
^DB of paralysis were accompanied by vomiting and a notice- 
ably foul breath. Convulsions usually began not long after the 
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the fonna above mentioned, was given after the paralysia had 
appeared but before it waa too late, the polyneuritis was cured 
by the vitamin in these manmialian experiments, aa in the 
earlier experimenta with pigeons and fowls. Figures 3 and 4 
from photographs published by Cowgill (1921 b) show the same 
dog before and after treatment with tomato juice. 

Two of the dc^ described by Cowgill "showed paralytic 
symptcme and a slight incoordination of gait; when they exerted 
themaetvee to leave their cages, they were seised with spasms 
and suddenly died. Heart failure was considered to be the cause 
of death." Here as elsewhere one is struck with the resemblance 
between the symptoms shown by the dc^ deprived of vitamin 
B and those observed in human beriberi. Continuing Cow^U's 
description: 

"Examination of the leg muscles in those animals which 
showed paralytic symptoms always revealed a condition of tonic 
spasticity; the lose of motion in the limb seemed to be due, there- 
fore, not to a degenerative lesion involving the celle of the central 
nervous system, but rather to the presence of some toxic sub- 
stance. The opisthotonic position which the body assumes 
during a convulsion and the hypersensitivity of the entire nervous 
^stem at such a time recall to mind the symptoms of strychnine 
poisoning. The tonic spasticity of the limb muscles disappears 
when the animal is anesthetized by ether, another fact which is 
in accord with the idea that a toxic substance is responsible for 
the symptoms which occur in response to a deficiency of vita- 
min B." 

Cowgill agrees with Karr that the changes in body w^ght 
of the animals follow the food intake, ao that the loss of weight 
is not a symptom characteristic of vitamin deficiency as against 
loss of appetite from other caus^, or simple starvation. 

The earlier finding of Hopkins (1912) upon rats, that an 
adequate supply of vitamin in ihe food results in a more eco- 
ncHnical use of energy in metabolism, has been confirmed recently 
by Renahaw (1921) in carefully planned studies. Mice which 
had been brought to approximate weight equilibrium on a diet 
of casein, starch, lard, butter, salts, and 1 per cent of yeast 
gained appreciably in weight when continued for approximately 
the same time on a ration difTering from the first only in the 
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substitution of an additional amount of yeast (2 or 4 per cent) 
for its isodynamic equivalent of starch and casein, the vitamin 
in the yeaat presumably effecting a better utilization of the food. 
In this work no attempt was made to distinguish between the 
various sources of energy in the ration employed. Funk and 
Cubin (1920) have reported a much higher percentage increase 
in weight in rats on a protein-rich than a carbohydrate-rich diet 
containing 3 cubic centimeters of autolyzed yeast as the source 
of vitamin B. When the amount of yeast was increased in the 
carbohydrate-rich rations increased growth took place. This 
was thought to indicate that a high carbohydrate diet requires 
more vitamin than a high protein diet. 

This theory of a connection between vitamin B and carbo- 
hydrate metabolism, first suggested through the apparent rela- 
tion between beriberi and foods rich in carbohydrate such aa 
polished rice, was emphasized in much of the early work on 
vitamin B (Funk, 1914 c; Funk and von Schonborn, 1914) and 
has received further evidence in its support in a brief contribu- 
tion by Findlay (1921), who reports that in pigeons suffering ) 
from beriberi he has found a reduction in the glyoxalase content 
of the liver by more than half that of control birds. The admin- 
istration of vitamin B caused a definite rise in the content of 
glyoxalase. That the vitamin does not act strictly as a coenzyme 
for glyoxalase was ^hown by its failure to cause increased 
production of glyoxalase except when acting through the intact 
cell. These findings are thought to show that in avian beriberi a 
definite breakdown in carbohydrate metabolism occurs although 
whether such a breakdown is followed by the production of toxic 
substances in the tissues is still undetermined. 

The mechanism of the stimulating and curative action of 
vitamin B has not yet been made clear and it is probably not a 
simple process. Uhlmann (1918) reported an investigation of 
the physiological effects of a commercial preparation of vitamin 
B on the secretion of various glands of rabbits and dc^ wtien 
administered subcutaneoualy, intravenously or by the mouth. 
Other vitamin -B- containing extracts were also used. Hia main 
conclusion is that the vitamin acts in a similar manner to 
pilocarpine, that it incites secretion in the glands of the digestive 
tract, produces muscular tonus, tends to lower the heart action, 
dilates the vascular tissues and produces lowered blood pressure, 
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and that it etimulates the cerebral and vagus nerves. He ad- 
vancee the theory that the vitamin acts as a catalyser in stimu- 
lating the endocrine glands. 

Dutcher (1918) published evidence that avian polyneuritis ia 
accompanied by a lowering of the catalase activity of the liver, 
kidney, pancreas, heart, breast muscles, lungs and blood; that 
shortly after the administration of vitamin extract the catalase 
content returns to normal and further that pigeons which are 
relatively immune to polyneuritis possess tissues even under 
conditions of inanition which are practically normal in their 
catalase content. On arranging pigeon tissues in order of their 
catalase content the order is also that of their metabolic activity 
and of their content of vitamin B. The conclusion drawn at 
this time was that "it is probable that polyneuritis is accom- 
panied by incomplete or partial oxidation, with the accumula- 
tion in the tissues of products of incomplete oxidation. ... It is 
also probable that water-soluble vitamins function directly or 
indirectly in the stimulation of oxidative processes, thereby 
clearing the tissues of toxic materials." In a later paper from 
the same laboratory (Dutcher and Collatz, 1918) evidence is 
presented that the vitamin does not act as a direct activator of 
catalase but instead stimulates the organism to greater catalase 
production. With Uhlmann's work in mind Dutcher later (1919, 
1920) fed polyneuritic pigeons the stimulants thyroxin, dried 
thyroid, pilocarpine hydrochloride, and teth^lin. While all of 
these substances apparently produced relief in acute cases of 
avian polyneuritis, in none of the cases was .the response as 
rapid as when vitamins were fed. The hypothesis is tentatively 
suggested that "the activity of the oi^ans of internal secretion is 
dependent upon the stimulatory action of the vitamin. Whether 
this is in the nature of a nerve stimulant, nuclear nutrient, or 
the chemical nucleus of a hormone is, of course, a matter of 
speculation." 

Attempts have been made to connect or possibly to identify 
vitamin B with hormones. Voegtlin and Myers (1919) in a 
comparative study of the influence on secretion and bile flow 
obtained evidence which together with the similarity in chemical 
and physical properties of the two substances led them to si^gest 
the possible identity of the anttneuritic vitamin and secretin. 
The validity of their results and conclusions has since been 
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questioned by Anrep and Drummoud (1921), by Cowgill (1921) 
and by Downa and Eddy (1921) who have been unable to Bub- 
stantiate their findings. 

In a study of the phannacoli^cal action of vitamins A and 
B reported later by Verz&r and Bogel (1920) in wliich both water 
and alcohol extracts of wheat embryo were used as sources of 
vitamin B tlie results obtained were thought to be not particu- 
larly conclusive. While the alcohol extract of vitamin B gave 
a marked vaso constriction in frog and rabbit preparations, this 
was not obtained with the water extract, thus indicating that 
the vaso constricting substance is not identical with vitamin B 
which is soluble in both alcohol and water, or that the results 
were complicated by other substances present. 

Van Leeuwen and Verzar (1921) report that the reaction of 
polyneuritic fowls and cats to adrenaline, histamine, and choline 
as determined by the action on blood and to atropine as deter- 
mined by inhibition of vagus stimulation, and the reactions of 
isolated intestine and esophagus of these animals to pilocarpine, 
atropine, histamine, and choline do not differ materially from 
similar reactions of normal animals. This is thought to afford 
sufficient proof that the decreased activity of smooth muscle in 
polyneuritis is caused by a lack of normal stimulating chemical 
agents and not by a decrease in sensitiveness of the muscle. 

Cowgill and Mendel (1921) have critically reviewed much 
of the work above mentioned m introducing their own investiga- 
tion of vitamin B in relation to the secretory function of glands. 
In their own experiments Cowgill and Mendel used different 
preparations of B vitamin and tested them with reference to 
possible influence upon the secretory activity of the pancreas, 
liver and salivary glands. They summarize their findings as 
follows: 

"A number of solutions, such as extracts of rice polishings, 
wheat embryo, navy bean and yeast, were shown to contain 
vitamin B by tests upon polyneuritic animals (dogs and pigeons). 

"These solutions were then tested for their possible action on 
the secretory function of the pancreas, liver and salivary glands. 
The effect of the products on the rate of Sow of pancreatic juice 
and bile was noted in anesthetized di^, in which the pylorus 
was ligated to prevent secretion due to discharge of acid chyme 
from the stomach, and the discharge of gall bladder bile was 
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prevented by ligation of the cystic duct. Fresh secretin solutiona 
prepared by the usual method were injected for comparison. 
Each product was also tested for its possible action on the 
secretory function of the salivary glands of anestheUzed dogs in 
which the ducts from the submaxillary and sublingual glands 
were cannuliied. Stimulation of the chorda tympani nerve and 
the injection of pilocarpine served as control procedures in such 
experiments. The effect of the products on secretory glands was 
noted in dogs which had subsisted on a normal mixed diet and 
d<^ which had been fed a diet free from vitamin B. 

"All of these products demonstrated to contain vitamin B 
were without any noticeable effect on the rate of fow of pan- 
creatic juice, bile and saliva. 

"The intestinal mucosae from eight polyneuritic dogs were 
examined and found to contain secretin. 

MThere is no direct relation between vitamin B and the 
secreUsy fimction of the pancreas, liver and salivary glands. 
The hypothesis that vitamin B functions to stimulate these 
glands to secretory activity is not supported by the experimental 
results obtained in this investigation," 

Vitamin B m relatwn to reproduction. One of the findings 
anphasized by McCarrison was the constant and pronounced 
atrophy of the testes in males and similar but less marked 
atrophy of the ovary in females among animals which bad been 
confined to diets lacking vitamin B. Parallel effects in human 
subjectfl would lead, be points out, to sterility in males and 
amenorrhea and sterility in females. Consistently with tJiis 
Dnunmond reports that confinement to diet lacking vitamin B 
soon rendered male rats sterile, and Blunt and Wang report 
amenorrhea to be common among beriberi women. Too much 
emphasis should not be laid upon this latter observation alone 
since beriberi occurs chiefly as the result of too great prominence 
of polished rice in the diet, and such a diet would be apt to be 
more or less deficient in vitamin A as well as vitamin B. The 
same was true of some of the diets used by McCarrison, and 
as will be shown later, the A vitamin is certainly an important 
factor in reproduction and is needed in larger quantities for 
successful reproduction and lactation than for growth and tiia 
maintenance of apparent good health. 

It is, however, at least suggested by the work of McCarrison 
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&nd of Drummond, aa well as by some unpublished observations 
upon breeding rata made by one of us, that vitamin B may be 
an important factor in reproduction and that successful repro- 
duction and lactation may demand a higher concentration of 
vitamin B in the diet than is needed for the maintenance of 
healtii or even for the support of normal growth. 

Vitamin B In tb* nittriUOD of iHtctsrU, jwata, molda uid hl^u ^aii1& 

Afl early as 1901, Wildiers of the University ot Louvain reported that 

if a normal utificial culture medium is inoculated with only a veiy small 

amount of yeast the yeast does not grow, while if the same amount be 

Eut into steriliied beer wort, or if a larger amount of the yeast suepension 
e used for inoculating the artificial medium, good groi^ results. The 
effect of using the larger inoculum was thought to be due to the presence 
in all growing yeast cultures, and in beer wort but not artificial media, of 
a sub^ance essential to the growth of yeast. This substance was said 
to be soluble in water and 80 per cent alcohol but insoluble in absolute 
alcohol and ether, dialyiable through porous clay, not precipitable by lead 
acetate, nor to any extent by phosphotungstic acid or phoephomolybdio 
acid, silver nitrate in neutral or ammoniacal solution, or mercuric chloride; 
stable when boiled for one-half hour with 5 per cent sulfuric acid solution 
but destroyed by boiling with 20 per cent sulfuric acid and to a greater 
or len extent when boiled with sodium hydroxide in 1 or S per cent con- 
centration. To this unknown aubetance Wildiers gave the tentative name 
" bioa, " expressing the desire in so doing that this name would soon give 
'place to a chemical name. 

While arousing some attention at the time (Amand, 1003; DevlOT, 
1906), this contribution of Wildiers seems to have escaped general 
notice until Funk and others found in yeast a. rich source of water-soluble 
vitamin and the idea naturally suggested itself that the growth of yeast 
might be made a convenient means of testing for the presence of this 
vitamin. While this has resulted in an awakened interest in the "bios" 

Eroblem, the results of renewed investigations along the line of Wildiers 
ave not led to its solution. 

Wildiers in concluding his paper referred to above, stated that all 
varieties of yeast contained this unknown bios. Since then, other fungi 
and bacteria have been reported to require for their growth something akin 
to the bios or to water-soluble vitamin. Linossier (1D19) reported that 
Oidititn lactis, though capable of developing on media exclusively com- 
posed of mineral substances and a simple carbohydrate-forming food such 
as alcohol, acetic acid, glycerol or glucose, is sensitive to the action of 
vitamins. He ia of the opinion that the need of the organism for vita- 
mins is proportional to decrease in vitality, the organism being incapable 
after a certain point of developing in a medium containing no vitamins. 
In full activity, however, the organism seems to have the power of exist- 
ing without vitamins or of eyntheaiiing them. Lumi^re (1902d, 1921) on 
the other hand takes the view that fungi and even the hi^er plants are 
capable of Rowing in chemically defined media and even in appropriately 
chosen solutions which are purely inorgimic. Goy (IS21) in a study of the 
food requirements of a number of unicellular organisms including 8ac- 
charomvces eerevuia, Mueor mucedo, and PemdlUum glauoum found that 
the proLferation of these lower vegetative forms was remarkably stimu- 
late by the addition of a small amount of the medium in which had 
formerly been grown either an identical or different species. An organic 
substance extracted in a ciystallizable form from a culture of Mucor by 
ether is said to differ from the hitherto recognised vitamins in certain 
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nttpwtiea, puticubtrly in that it wm more active at higher temper&tura, 
but to poaseaB such characteristics as to suggest its being a growth-pro- 
moting BubBtaace not indispensable to the life of unicellular organisms but 
eingularty efficacious for their proliferation. 

This idea has also been brought out recently by Ide (1921) who in an 
attempt to interpret the conclusion of Wildiers states that: "There are two 
kinds of proliferation of yeast, one very slow without bios and one fast 
with bios. Between the two there is such an obvious difference that the 
distinction could not be overlooked by anyone who has seen it." WiUa- 
nuut (1920) reported the result* of an extensive study of the vitamin re- 
quirements of Sclerotinia etnerca, the brown rot fungus of peaches and 
plume. He found that while S. cinerea can not grow on a medium com- 
peted of sucrose, salts and asparagin it grows readily on such a medium 
when small amounts of plant decoctions, particularly of the fruits of plums 
and peaches are added. The factor furnished by such decoctions was found 
t« resemble vitamin B in occurrence and properties. While some of the 
materials tested promoted growth and others growth and reproduction, it 
is considered that only one vitamin is concerned, "It is very probable 
that reproduction in Sclerotinia is simply a different manifestation of the 
same activities as characterise vegetation. The single activity that is 
apparently most dependent on a vitamin supply is respiration. Respira- 
tion is common to all the materials which have yielded the vitamin and 
the degree of metabolic and hence respiratory activity in these materials 
is proportional to the activity of the vitamin prepared from them. TIiub 
the evidence is accumulating in favor of the view that there is a dose 
connection between respiration in a cell and its vitamin content and also 
ite vitamin requirement. Just what cells in the plant world can syn- 
thesise this vitamin is still an open question. The Sclerotinia vitamin is 
possibly identical with the water-soluble B of the higher animals and 
since the latter cannot eynthesise this vitamin it becomes an important 
point to know which plant organs can." 

That vitamins of the water-soluble type are essential to the growth 
of bacteria, both pathogenic and non-pathogenic, seems to be becoming 

auite definitely established. Lloyd (1916) has presented evidence that 
le primary cultivation of the meningococcus in vitro is possible only in 
the presence of certain accessory growth factors present in blood serum, 
iTiilfc and other animal fluids and probably also m vegetable tissues. It 
was n<Aed in this study that the amount of vitamin required to stimulate 
the growth of the organism in vitro was inversely proportional to the 
amount of amino acid present in the medium and that given an abundant 
supply of amino acid in the medium the organism on isolation from the 
body became increasingly independent of the vitamin content of the 
metuum, thu« suggesting that the function of the vitamin in this particular 
case is to increase the velocity of the proteolytic metabolism of the 
meningococcus. Pacini and Russell (1918) concluded that the typhoid 
bacillus in growing produces vitamins. Kligler (1919) found that the 
growth of die meningococcus, pneumococcus, streptococcus, BqctHu* dipk- 
therve, B. pertvasit and B. injluetaa was favorably influenced by the addi- 
tion of animal tissues and secretions which contain water-soluble vitamin, 
McLeod and Wyon (1921) approached the question of the importance 
of vitamins in promoting bacterial growth first by studying the effect 
upon the growth of Staphtitococctu aureu« of materials containing vitamin 
B. They found that in general substances known to contain vitamin B 
were more potent than those not containing it, but that in certain prop- 
erties the staphylococcus stimulant differed from vitamin B. These in- 
vestigators then attempted to determine the value of the growth-promot- 
ing property of fresh blood or serum for organisms like the pneumococcus 
and meningococcus and came to the conclusion that the growth-promoting 
)ffoperty of blood for these bacteria must be different in nature from 



DigitzfidbyGOOgle 



68 THE VITAMINS 

the known vitamiiu. They may have failed fully to realise the p . 

pointed out by Davia (1917) and recently developed independently t^ 
several inveatigators that in the growth of hemophilic bacilli at least two 
powth-promoting substances are required, one of the nature of vitamin B 
and the other of greater heat stability and originally thought to be identi- 
fied only with the iron-containing pigments of the blood. Davis (1921) 
from observations on the growth of Pfeiffer's bacillus corroborates his 
earlier observations and suggests that the heat-Iabile substance may Bom&< 
how control or make available the iron in the pigmented portion of the 
hemoi^obin molecule and in this connection suggests the question: Da 
vitamins or vitamin-like substances influence or to some degree control 
the metabolism of other elements in the body such as phosphorus, iodine 
and calciumT Fildes (1921) suggests on the other hand that the relation 
of the blood pigment in the culture medium to the growth of B. in/Iuenss 
is rather of the nature of a catalyst which accelerates the transfer of 
oxygen from the medium to the bacdlus. The more copious growth of 
the bacillus on blood altered by heat or digestion is thought to be due 
to the fact that in the changed blood the pigment is in the form of hema- 
tin and in the unchanged of hemoglobin and methemoglobin. The latter 
having a stronger affinity for oxygen tends to divert the oxygen from 
the bacillus which consequently fails to grow. Olsen (1020) likewise 
suggests that the function of hemoglobin and related compounds is one 
of catalysis. 

A recent series of studies by Thjiitta (1921) and Thjotta and Avery 
(1921, ItQla) has thrown considerable light on the relation of vitamins 
to the growth of B. mlluenza and incidentslly to bacterial nutrition in 
general. They obtained evidence not only that the hemophilic bacteria, 
of which B. ififiuenecB serves as a type, require for their growth two dis- 
tinct and separable substaDces both of which are present in blood and 
neither of which alone suffices, but further showed that both of these 
substances can be obtained from other sources than blood. Extracts of 
yeast, tomatoes, green peas, and beans in dilutions as high as 1:10^000 
sufficed to initiate growtn of B. inflTieraa (when seeded from blood media) 
and to maintain growth for one or two transfers but not more. The failure 
of continued growth of B. influemce in a simple medium enriched by one 
of these extracts was attributed to the exhaustion of the second heat-stable 
growth factor carried over from the original blood culture. A further 
study of the nature of this X substance in the blood showed it to be active 
in a much higher dilution than the V or vitamin heat-labile factor. It 
was found to resist autoclaving at 120° for 45 minutes and to be sUIl active 
in blood charcoal which reacts positively to the beniidine test. This sug- 
gested the possibility that the Densidine reaction might serve as an indi- 
cator of the presence of the X factor in other substances and following this 
suggestion the potato, which reacts to the benzidine test, was found to 
furnish both the V and the X factors. BacUbu in/tuenste heretofore oon- 
sidered as an obligate hemophile was found to grow luxuriantly in plain 
buffer solutions of sodium and potassium phosphate (pH = 7£) contain- 
ing unheated potato. These results are thought to be of wide signifio&noe 
in showing that bacteria as well as animals require growth-accessory 
substances and that the "hemophilic" property of this group of organisms 
has been based on a lack of knowledge of their essential nutritional needs. 
Rivers (1921) has reported the presence in eggs of the autoclave-stable 
factor in blood necessary for the growth of B. injhiemee. lUveis and Pooje 
(1921) are of the opinion that t£e phenomenon of augmented growth of 
mfluenia bacilli in symbiosis with other bacteria under certain conditicns 
is due to the synthesis of the autoclave-labile factor and Williams and 
FoviUky (1921) have presented evidence that both the X and V factms 
are present in certain living organisms but not in dead cultures of Ute 
same stimulating organisms or their extracts. '. 
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Thus coDfliderable evidence is &t hftnd that yeasts, molds, and bacteria 
require for their growth certain water-soluble subatjuices resembling in 
many ways vitamin B and that in some cases the living organism appar- 
ently has the power to synthesize its awn vitamins or in other words to 
be stimulated by the products of its own growth. Meantime largely 
through the work of Bottomley and Mockeridge the theory has been 
developed that green plants, which in their turn furnish vitamins to 
animal life, require for their successful growth minute quantities of organic 
substances, which have been termed a uximon es by Bottomley (1914) who 
has found that the auximones are produced very largely during the boo- 
terial decomposition of peat (and humus7) by aerobic organisms. Mook- 
eridge (1917) working in the same laboratory, has shown that the auxi- 
mones stimulate not only plant growth but also the activity of the soil 
organisms from which they originated. Bottomley (1919) found that the 
products of the nitrogen-fixing bacteria Atotobaeter chroocoeeum and 
Baciilua radieoeoUi grown on pure synthetic media, can function as growth 
promoting substances for the higher plants.^ 

Woricing on the supposition that the value of ordinary organic manures 
may be due partially to the presence of growth-promoting substances which 
have been set free by bacterial action, Mockeridge (1930) prepared water 
extracts of fresh and well rotted stable manures, leaf mold and well 
manured garden soils and tested their growth-promoting power for the 
common duckweed (Lemna major) when added in certain proportions to 
inorganic nutrient solutions. The increase in growth following upon the 
addition of these materials to the culture solution was greater than could 
be attributed to the "purely nutritive" value of the materials added and \ 
varied directly with the extent of the bacterial decomposition of the ) 
material tested. From microscopic examination she concluded that the 
auximones have a marked influence on the sise and contents of the cell 
and especially of the nucleus. Examination <^ materials which furnished 
the suximone preparations showed them to contain appreciable quan- 
tities of nucleic acid or its cleavage products. Mockeridge thus suggests 
a relationship of the water-soluble growth-promoting substance to the 
nuclear metabolism of the plant which is of special interest in connection 
with the work of Williams and of McCarrison connecting vitamin B with 
nucleic acid derivatives and with the metabolism of the nucleus in animal 
nutrition. 

Detection and Meanrement of TitamiB B. 

In the past the most common meane for the detection of 
vitamin B has been the classical method by the use of which 
the existence of auch a substance was discovered, namely, the 
cure or relief of the neuritis which develops in pigeons or fowls 
when they are fed upon polished rice as a sole food, or upon 
other diet similarly deficient in the B vitamin. This method, 
however, has been found in the experience of many if not all of 
the investigators who have used it, to give rather irregular 
results. There is no satisfactory way of determining the degree 
of polyneuritis from the symptoms or of judging the exact time 
at which the curative experiment should be performed. Natur- 
ally it must be expected Uiat a vitamin preparation or a vitamin- 
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containing food which shows good antineuritic effects upon one 
bird may fail to cure a second because in the second case the 
disease had progressed so far as to preclude recovery. Still 
greater difficulty arises from the fact that birds which have 
developed typical polyneuritis on vitamin-free or vitamin-poor 
diet sometimes recover spontaneously without any change in 
their food or the administration of vitamin in any form. This 
being the case it necessarily follows that neither the positive nor 
the negative results obtained in such "curative" experiments can 
be entirely conclusive in any individual case. Safe conclusions 
can be drawn only from a prcpondernnce of, the evidence result- 
ing from numerous experiments. Obviously it will be still more 
difficult to draw from such curative experiments any quantita- 
tive conclusions as to the relative concentration of the vitamin 
in different materials or in the same material before and after 
treatment. 

Yet as we have seen earlier in this chapter, it ia only through 
quantitative comparisons of the antineuritic and growth-pro- 
moting properties of foods that we can hope to reach a solution of 
the apparently qualitative question whether the antineuritic 
and water-soluble growth-promoting vitamin are the same 
substance. 

Obviously too, only quantitative measurements can deter- 
mine the relative values of different foods as sources of the 
vitamin, or can show at all conclusively whether a loss of vitamin 
occurs in, for example, the cooking, canning, or storage of a food. 

Undoubtedly the best method of determining the relative 
amount of any vitamin in a food is to make the food to be tested 
the sole source of this particular vitamin in a dietary so con- 
stituted as to be adequate in all other respects, and then to 
determine the minimum quantity or proportion of the food which 
will just protect a standard test animal from the characteristic 
deficiency disease, or enable it to maintain a normal rate of 
growth. 

With a well chosen basal dietary fed to an animal of suitable 
species and of standard age and weight, the amount of the food 
under investigation which will be needed for protection from 
deficiency disease Or for support of normal growth will be in- 
versely proportional to the concentration of vitamin in the food, 
provided no disturbing factor is allowed to enter into the test. 
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This minimum allowance of the food in question may be deter- 
mined either in tenns of the weight required per day when the 
test food is fed separately from the rest of tie diet, or of the 
proportion in which the test food must enter into the food mix- 
ture in order to make the ration adequate. In either case the 
total food intake should be determined and the adequacy of the 
diet in respect to all other nutritive requirements should be 
assured. Obviously in either case the determination of the 
"minimum protective dose" of the food or of the minimum 
allowance for support of normal growth is likely to require a 
series of experiments in which the quantity or proportion of the 
test food is systematically varied while all other conditions are 
held constant. Such a series of quantitative experiments is 
naturally much more exacting than the few tests which would 
suffice to demonstrate the presence of the vitamin qualitatively, 
and it is not surprising that in the years which have been bo 
largely spent in demonstrating the actual existence of vitamins 
and learning something of their occurrence in plant and animal 
oi^anisms, the majority of investigators should have felt it more 
interesting to survey the general field qualitatively than to spend 
the large amount of time and labor necessary to make quantita- 
tive comparisons. Now, however, the qualitative survey has 
served its purpose and henceforth no investigator should be 
satisfied with anything less than at least approximately quanti- 
tative work. 

The importance of accurate and quantitative measurements 
in experimental work upon nutrition with special reference to 
vitamin problems has been well emphasized by Chick and Hume 
(1919). While their short paper on this subject should be read 
in full by all who are interested in this field of investigation, 
certain sections may well be quoted here. 

According to Chick and Hume, "Since the general conception 
of accessory food factors (or vitamins) was brought forward a 
constant succession of researches has been made to assign values 
to various foodstuffs as antineuritic, as antiscorbutic, or as 
growth-promoting materials respectively, and further to deter- 
mine whether these values are lessened or destroyed hy heating, 
drying, or other methods of preservation. In most of this wwk 
one fundamental consideration— namely that of quantity,' has 
been to a large extent overlooked in the methods adopted for 
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experiment, sad the conclusions drawn have been untrustworthy 

to a corresponding degree. 

"In comparing the values of a serieB of foodetuffs as regards 
their value in content of some accessory food factors, it is obvious 
that the first step necessary is to detenniue iu each case the 
miniimim daily dose which will maintain health in the experi- 
mental animal and to institute comparison between these 



"Similarly, in investigating the effect of heat, drying, or any 
other method of preservation upon the accessory factors con- 
tained in any foodstuff, it is necessary to determine the minimum 
daily dose (1) of the original untreated material and (2) of the 
same material after heating, drying, etc., which will protect the 
same experimental animal under similar conditions of experi- 
ment. Then only is it possible to state to what extent, if any, 
the foodstuff has suff^vd deterioration as the result of the 



"Neglect of this simple and fundamental, but admittedly 
tedious procedure is evident in many papers recently published 
upon the influence of various treatments upon the antineuritic 
and antiscorbutic and other properties of certain foodstuffs and 
the results obtained are in consequence vague, and may even be 
erroneous. It is clear, for example, that if a foodstuff is rich in 
any particular accessory factor and is fed to an animal in large 
excess of the amount actually required, any destruction of the 
factor that may take place during heating cannot be assessed 
and may even remain undetected if the heated material is fed 
in similar large amount. It is absolutely necessary to determine 
the m i nimum required in both cases, and to institute a compari- 
son between these two results before any satisfactory conclusion 
on this point can be drawn." 

Attempts to measure the vitamin B coritent of any given 
material ordinarily make use of one of the three following 
metiiods. 

(1) Determination of the amount necessary to cure or 
preferably to prevent polyneuritis in pigeons. 

(2) Determination of the amount or proportion needed in 
the food of young rats to support a normal rate of growth. 

(3) Measurement of the influence of the material upon the 
growth or activity of yeast. 
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The first is plainly a measure of antineuritic vitamin, and the 
secixid of water-soluble growth-promoting vitamin or "water- 
Boluble B." So long as there ia doubt as to whether these are the 
same substance there must be a corresponding degree of doubt as 
to whether the values obtained by experiments upon burda and 
npoa rats can properly be treated as interchangeable. 

Still more doubtful is it if the yeast method measures the 
same thing as is measured by the feeding experiments either 
with birds or with mammals. While we do not feel that the 
yeast method in any form in which it has yet been described can 
be accepted as a trustworthy means of measuring vitamin con- 
tent, yet because of the extent to which this method has recently 
been used, it seems advisable to include here a brief account of 
its origin and status. 

As previously noted, Wildiers as early as 1901 reported that 
if a normal artificial culture medium is inoculated with only a 
very small amount of yeast, the yeast does not grow, whereas, 
if the same amount be put into sterilized beer wort, or if a larger 
amount of the yeast suspension be used for inoculating the arti- 
ficial medium, good growth results. The effect of using the 
larger inoculation was said to be due to the presence in all 
growing yeast cultures (and in beer wort but not artificial 
media) of a substance essential to the growth of the yeast which 
pending chemical identification Wildiers called "bios." A con- 
cise account of Wildiers' observations in this connection is given 
by BaylisB (Prmciplea of General Physiology, 1915, p. 260). 
Wildiers' work seems to have lieen almost entirely ignored until 
Funk and others found in yeast a rich source of water-soluble 
vitamin. The idea then naturally su^ested itself that growth of 
yeast might be made a convenient means of testing for the 
presence of the vitamin, and several methods based upon this 
idea have been proposed. Bachmann (1919), R. J. Williams 
{1919, 1920), Eddy and Stevenson (1920), Funk and Dubio 
(1920), and Swoboda (1920) are among those who have r^arded 
the yeast method highly as a means of testing for the presence 
and even for the relative concentration of the water-soluble 
vitamin. Funk (1920) finds his yeast vitamin prepared and 
tested as antineuritic in 1912 to be active in stimulating yeast 
growth and has recently used the yeast method in a reinvestiga- 
tion of the isolation of vitamin B. On the other hand, Emmett 
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and Stockholm (1920) conclude that the substance which pro- 
motes the growth of yeast is probably not the same as the anti- 
neuritic vitamin and is also possibly differrait from water-soluble 
B. "Since the amount of yeast growth stimulus, expressed io 
terms of yeast cell units per gram of substance does not appear 
necessarily to vary directly (in terms of potency) with the anti- 
oeuritic and water-soluble B vitamins, this yeast method should 
not be employed quantitatively with too much definiteness until 
further study is made." 

Souza and McCollum (1920) criticise the yeast method oa 
the ground that stimulation of yeast growth may be due to many 
other substances and is therefore not a reliable indication of the 
presence of vitamin. "The series of observatirau which we have 
presented above seem to us to form a conclusive demonstration 
that the use of yeast as a test organism for determining the 
presence or absence of the antineiuitic dietary factor is c<HiQ)li- 
cated by so many disturbing factors as to make it of little if any 
value." Fulmcr, Nelson and Sherwood (1921) emphasise the 
importance of quantitative variations of the substances employed 
in making up the culture medium and hold that when each of 
the known constituents is used in optimum proportion the growth 
of the yeast is so active that it cannot be accelerated further by 
the addition of vitamin. 

Very recently Eddy, Heft, Stevenson and Johnson (1921), 
who have been among the active workers employing the yeast 
method in vitamin investigation, have presented extensive data 
which as a whole seem to indicate quite clearly that, while 
vitamin B may stimulate yeast growth, yet the conditions influ- 
encing the rate of growth of yeast must be much more definitely 
determined before it can be assumed that in any given case the 
rate of growth of yeast (even as compared with careful controls) 
ia a quantitative measure of the vitamin added to its culture 
medium. Doubtless in some cases the yeast method has led to 
correct conclusions, but it seems equally probable that in other 
cases the stimulation of yeast growth has been largely due to 
other substances in the food or extract which was being tested 
for vitamin. The possible presence of substances inhibitory to 
yeast growth also constitutes a serious complication. Yet it 
appears not impossible that, imder a sufSciently rigorous system 
of control tests, accelerated growth of yeast may in emne cases 
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afford 8 useful iadicatiou of the probable presence of vitamin B. 
In our opinion a still more thraough study of media and of the 
comparative results obtained by applying yeast tests and animal 
feeding e]q>enment8 to identical materials must precede any con- 
clusive interpretation of results obtained in the study of vitamin 
problems by the yeast method. 

Returning now to the detection and measurement of vitamin 
B by animal feeding experiments, it is, of course, always to be 
kept in mind that the antineuritic vitamin and the water-soluble 
growth-promoting vitamin B may or may not be the same sub- 
stance. Hence if antineuritic properties purely are to be studied, 
pigeons are probably preferable to rats as test animals and the 
individual variability of the pigeons shoiild be offset by the use 
of larger numbers of birds. 

Recently Simonnet (1920) has proposed the use of the fol- 
lowing ration for the study of polyneuritis in pigeons: 

Meat residue prepared by double extraction with boiling 
alcohol and ether 11 grams, Osborne and Mendel's salt mixture 
4, pulverised agar 5, peanut oil heated for 3 hours at 130° C. 5, 
cellulose 5, butter melted, decanted, and filtered at a tempera- 
ture below 40° 10, and potato starch 60 grams. These ingredi- 
ents are intimately mixed with 80 per cent of their weight of 
water and made into pellets, which are introduced into the crops 
oT the experimental pigeons in two daily doses in amounts equal 
to one-fifth the weight of the bird. The pigeons are kept in very 
large cages to allow considerable freedom. 

On the above diet the pigeons are said to maintain tfaeir 
weight but to develop a spasmodic form of avian polyneuritis 
(unaccompanied by paralytic and atrophic symptoms, in the 
development of which inanition and multiple deficiencies are 
considered to play the important rdle). The disease appears 
generally in about 30 days, and is tisually fatal in about 4 days 
if no treatment is given. The administration of dry or autolyzed 
yeast brings about prompt recovery. By supplementing the 
deficient ration by the administration of 0.5 gram of dried yeast 
daily, the pigeons can be maintained in excellent health for more 
than 7 montiis. 

The use of a diet thus planned to provide for all other nutri- 
tive requirements might well help in minimiEing the variability 
of results which has ao handicapped the study of relative 
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amounts of vitamin B in fooda when pigeons on poludied rice 
diet have been used as experimental animals. 

If vitamin B is interpreted as meaning primarily the growtti- 
promoting subatance to which the designation B has usually been 
applied, then the best animal for use in feeding experimenta to 
detect and measure the vitamin B is the rat, aince the nutritive 
requirements and rate of growth of the rat have been so extea- 
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Fid. S.— Wei^t curves of rate on diets adequate in other respects but 
lacking vitamin B. Britiah data from Report of Medical Reaearcii Com- 
mittee of Great Britain, by pemuaaioit. American data from Osborne, 
Wakeman and Feny (by courtesy of the Journal o] Biological Chemit- 
Iry) and from Sherman and Spohn. 

The curves in the right-hand section of the figuTe show the results 
of feeding rata of the same age upon the same diet without vitamin B, 
and with measured amounts of milk as a sole source of this vitamin. 

sively studied. Fig. 5 shows weight curves of rats used in such 
experiments upon vitamin B. 

" The three curves in the left hand column of the figure are 
from the British Committee Report (Hopkins, Chick, Drum- 
mond, Harden and Mellanby, 1919), and illustrate the fact that 
the older and larger the animal when placed upon diet devoid of 
vitamin B, the longer it may be expected to live. 

This is also illustrated by the four curves in the middle 
column, two of which are from the work of Osborne, Wakeman 
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and Ferry (1919) and two from unpublished experimentB by 
Shennan and Spobn. 

In the right hand column are shown average results of ex- 
periments made by Sherman and Spohn to determine the amount 
of milk needed to furnish the B vitamin required to support 
normal growth in the young rat. Starting with rata four weeke 
of age and weighing 40 to 50 grams, it will be seen that on diet 
without vitamin B the duration of life was about six weeks 
during which time about one third of the initial body weight 
was lost. With 6 cubic centimeters of milk daily as sole source 
of vitamin B, growth occurred but at a subnormal rate. With 
S cubic centimeters of milk the growth rate was practically the 
normal average and was not accelerated by increasmg the daily 
allowance of milk to 10 cubic centimeters. Hence it is con- 
cluded that in these experiments the amount of milk required to 
furnish the necessary amount of B vitamin for support of normal 
growth in the young rat was 8 cubic centimeters per rat per day. 
The milk here used was prepared by mixing 9 parts wat«r with 
1 part dried skimmed milk, so that a more precise statement of 
the result would be that the amount of B vitamin required was 
furnished by 0.8 gram of dried skimmed milk, equivalent to 8 
cubic centimeters of milk in the natural fluid state. 

The method of measurement of B vitamin content by finding 
the amount of the food in question required for support of 
growth in rats has been much used by Osborne and Mendel with 
results which will be summarized in the following section. In 
some cases they have recorded the quantities sufficing for main- 
tenance instead of for growth. We have not found any series of 
experiments designed primarily for the determination of the 
quantitative relation between the requirements for growth and 
for maintenance. Some observations on this point by Sherman 
and Spohn indicate that for rats placed on experimental diets 
at four weeks of age, continued growth at approximately the 
normal rate requires about twice as much vitamin B as does 
maintenance of weight with growth suspended. The relation 
should be determined more definitely and for different ages. 

Recently Dunham (1921) has described a method for the 
quantitative comparison of the vitamin B content of vegetables 
as follows: Albino rats from 4 to 6 weeks old were fed ad libitum 
A basal ration of casein 20, starch 61, butter fat 15, and ealt 
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nuxture 4 per cent until growth had ceased and in Bome caaea 
a slight decrease in weight had occurred. The vegetable to be 
tested, air-dried and pulverized, was then fed in decreasing 
amounts apart from the daily ration until the weight became 
constant at some point between 75 and 100 grams, when the rat 
was 100 to 130 daya old. The feeding of the baeal ration plus 
this amount of vitamin was continued for 30 days, during which 
time the weight should remain constant with an allowable varia- 
tion of ± 4 per cent. At the end of this period 500 milligrams 
daily of dried yeast was added to the diet in place of the sub- 
stance tested. Immediate restoration of growth would indicate 
that the lack of growth was due to insufficiency of vitamin B. 

DiBtribatioti of Vitamin B In the Body and in Food Bbterlali. 

This vitamin has been shown to occur in the most varied 
parts of plants and animals. A list of the materials in which 
it has been reported is given in the accompanying table. When, 
however, the study of the vitamin content of foods is approached 
from the quantitative point of view, and it is also remembered 
that the question still remains open as to whether the anti- 
neuritic and water-soluble growth-promoting vitamins are the 
same, it is apparent that much of what can now be said must 
necessarily be both vague and tentative. 

Diatribution in the body. Probably the concensus of cqiinion 
in r^ard to this particular phase of beriberi as a deficiency 
disease is to the effect that the body contains a larger or smaller 
amount of the antineuritic vitamin, a part of which ia in the 
muscles. When the amount furnished by the food is insufficient 
the vitamin needed for the normal functioning of the nervous 
system is for a time supplied at the expense of the muscles so 
that more or less wasting of the muscles usually occurs with or 
before the appearance of the nerve symptoms. This accords 
both with the emaciation ordinarily observed (unless masked by 
edema) in human beriberi and with the appearance of creatin- 
uria in Drummond's animals when kept on food lacking the B 
vitamin. 

Cooper (1914) recorded the following amounts of animal 
products as necessary to prevent polyneuritis; 
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InUrmt 

of luXuroI /n tenu of 

food material. dry w^tii. 

Ox voluntuj muBcIa (beef) 30 gnma 5X1 grama 

Ox eudiM minde (beef heart) 5 " 1.7 " 



Oxcerritellum 13 " 2.1 " 

Oiliver 3 " 0* " 

Camf milk 38 " Z& ' 

Eggyolk.. 3 " \£ " 

By feeding BoimBl tissues as the sole source of water-sohible 
vittunin for the support of growth in rats, Osborne and Mendel 
(1918a) showed that skeletal muscle (ordinary meat) is poor in ^ 
this vitamin, while heart muscle, liver, kidney, and brain contain 
it in larger proportion. 

Eddy (1916) had also shown the presence of notable amounts 
of water-soluble vitamin in pancreas tissue. 

McOUum (1918) speaks of a relatively high vitamin B 
content in glandular organs. Conversely Funk and Douglas 
(1914) had reported that with few exceptions the organs of 
internal secretion are atrophied in pigeons rendered polyneuritic 
through lack of vitamin B. 

Swoboda (1920), using the yeast multiplication method, re- 
ports that "the oigans of internal secretion which are of develop- 
mental importance" are relatively rich in vitamin B. He finds 
the pituitary and pineal glands to be highest in vitamin content, 
and most of tiie other organs of internal secretion — suprarenal, 
testis, ovaries, and thyroid — to contain about the same amount 
of vitamin per gram of dried tissue. The concentration in liver 
and kidn^ was slightly higher; that in the thymus, pancreas, 
and lymph glands less. Swoboda empbasites the prominence of 
vitamin B in those organs which are important in connection 
with sex development. This is of interest in connection with 
Drummond's olservation that abundance of vitamin B in the 
diet is favorable to reproduction in laboratory animals (rats), 
a conclusion which appears to be confirmed by the records of 
our own rat colony. 
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Reported Ooourrence oi VitamiD B. 

Food Material Literature Reference 

Alfalfa McCoIlum, Simmonds and Pits 1916a, 

1917b; 

McCoIlum 1917; 

OBbome and Mendel 1919, 1919c, 1920a; 

Steenbock and Gnws 1920; 

Eddy and Stevenson 1920. 

Apple Eddy and Stevensoa 1920; 

Osborne and Mendel 1920d. 

Artichokes Santos 1921. 

Avocado (alligator 

pear) Santos 1921. 

Bamboo shoots Santos 1921. 

Barley Eijkman 1006; 

Hoist 1907; 
Cooper 1912, lOHa; 
Steenbock, Kent and Gross 1018. 
BeaoB 
katjang idjo Grijns 1901 ; 

{Phaseoha rodiotiw) Edie et al 1912. 

navy McCoIlum, Simmonds and Fitz 1917a; 

{Phaseolus vulgaris) McCoIlum and Simmonds 1918; 
Daniels and McClurg 1919; 
Miller 1920. 
soy Daniels and Nichols 1917; 

Oabome and Mendel 191 7e; 
Cohen and Mendel 1918; 
Daniels and McClurg 1919; 
Johns and Finks 1921. 
Beer Harden and Zilva lOlSe. 

Beet {root, stem, Osborne and Meodel 1019c, 1020a. 

leaves) 
Brain Funk 1912a, 1912b; 

Cooper 1914; 

Osborne and Mendel 1918a. 
Cabbage McCoUum and Kennedy 1916; 

McCoIlum 1917; 
Daniels and McClurg 1910; 
Osborne and Mendel 1919, 1910c, 192(te; 
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Cabbage 



Celery 
Clover- 



Coccoiut press cake 
Com 



Com poUoi 

Cucumber 

Dandelion 

Dasheen 

Eggplant (eun dried) 

Eggy(^ 



Egg whole 
Fish 
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Literatwe Reference 
Shorten and Roy 1919, 1921; 
Steenbock and Gross 1920; 
Whipple 1920; 
Dunham 1921. 

Supura and Benedict 1918; 

Sugiura 1918; 

D^ton and Kcdunan 1918; 

Shorten and Rcqr 1919, 1921; 

Steenbock and Gross 1919; 

Zilva 1920; 

MUIer 1920; 

Osborne and Mendel 1920a; 

Eddy and Stevenson 1920; 

Dunham 1921. 

Eddy and Stevenson 1^20. 

McCollum 1917; 

Osborne and Mendel 1919, 1919c, 1920a; 

Steenbock and Gross 1920. 

Johns, Finks and Paul 1919. 

McCollum, Simmonds and Fits ldl6d; 
Chick and Hume 1917, 1917a; 
VoegtUn, Lake and Myerp 1918; 
Green 1918a, 1918b; 
Voegtlin aod Myers 1919. 

Dutcher 1918. 

Eddy and Stevenson 1920. 

Osborne and Mendel, unpublished. 

Steenbock and Gross 1919. 

Shorten and Roy 1921. 

Eijkman 1911; 

Cooper 1912, 1914a; 

McCoHum and Davia 1916b; 

McCoUum 1916; 

Steenbock 1917; 

Osborne and Mendel 1919. 

Chick and Hume 1917b. 

Drummond 1918a; 
Chick and Hume 1917b. 
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FoodUatmia 


Literature Reference 


Flour, wheat 


Chick and Hume 1917a, 1817b; 
Voegtlin, Lake and Myers 1918; 
Voegtlin and Myers 1919; 
Osborne and Mendel 1919a. 


Glandular organs 
(See also Pancreas, 
Thymua, ete.) 


Funk and Douglas 1914; 
McCoUum 1918; 
Swoboda 1920. 


Grapefruit 


Osborne and Mendel 1920d. 


Heart muacle 


Cooper 1912,.19Ua; 
Oabomc and Mendel 191Sa. 


Kafir 




Kidney 


Osborne and Mendel 1918a; 
Swoboda 1920. 


Lemon juice 


Osborne and Mendel 1920d. 


Lettuce 


Osborne and Mendel, unpublished. 


Lentils 


Cooper 1912, 1914a. 


Lime juice 


Funk 1912a, 1912b. 


Liver 


Cooper 1912, 1914a; 
Osborne and Mendel 1917b; 
Swoboda 1920. 


Malt extract 


Cooper 1914a. 


Meat (See Muscle) 
Meat extract 


Osborne and Mendel 1917b. 


Milk, whole, dried 


Hopkins 1900, 1912; 



whole, boiled 
whole, condensed 
whole, pasteurized 



Osbome and Mendel 1911; 

Andrews 1912; 

Funk 1912a, 1912b; 

Gibson 1913a; 

Hopkins and Neville 1913; 

Cooper 1914; 

Gibson and Concepcion 1916; 

McColIum, Simmonds and Pitz 1916c; 

Osborne and Mendel 1918c, 1920b: 

Karr 1920; 

Johnson 1921. 

Gibson aod Concepcion 1916. 

1 1921. 
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Food Material 


Literature Reference 


MiUc, whole, dried 


Oslnme and Mendel 1919; 
Sherman, Rouse, Allen and Woods 1921 
Dutcher, Kenned; and Eckles 1920; 
Rosensu 1921. 


Bkim, dried 


MoCoUum and Davis 1915; 

Johnson 1921; 

Johnson and Hooper 1921. 


Milk, human 


Osborne and Mendel, unpublished. 


Millet 


Eijkman 1906; 
McCoUum 1917. 


Mongo (bean) 


Santos 1921. 


Muscle 


Grijns 1901; 

Eijkman 1906; 

Hoist 1907; 

Cooper 1912, 1913a, 1914a; 

Voegtlin and Lake 1918, 1919. 


Null 


Cooper 1914a; 
Cajori 1920. 


Oato 


Eijkman 1906; 

McColltun and Kennedy 1916; 


Okia 


Santos 1921. 


Onions 


Osborne and Mendel lOlOc; 
Shorten and Roy 1919, 1921; 
Eddy and Stevenson 1920; 
Whipple 1920. 


Orange 
juice 
inner peel 


Osborne and Mendel 1920d; 
Byfield, Daniels and Loughlin 1920. 
Osborne and Mendel 1920d. 


Pancreas 


Eddy 1916, 1917, 1917a; 
Eddy and Roper 1916, 1917; 
Swoboda 1920. 


Parsley 


Osborne and Mendel, unpublished. 


Pea 


Hoist, 1907; 



Chick and Hume 1917b; 
McColIum, Sinunonds and Parsons 

1919a; 
Dunham 1921. 
Greig 1918; 

Daniels and Ixmgblin 1918; 
Johns and Finks 1920. 
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Food Matarial 
Pear 

Potato, Bweet 
Potato, white 



Prunes 
Radiflh 
Rice (unmiUed) 



Rutabaga 
Rye 

Spinach 
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Literature Reference 
Osborne and Mendel 1920d. 
Steenbock and Gross 1919. 

Eijkman 1906; 

McCollum and Kennedy 1916; 
Chick and Hume 1917; 
McCoUmn, Simmonds and FarB(niB 

1918a; 
Osborne and Mendel 1920a; 
Eddy and Stevenson 1920; 
Dunham 1921; 
Shorten and Roy 1921. 

Osborne and Mendel 1920d. 

Eddy and Stevenson 1920. 

Eijkman 1896-1906; 

Grijn8l901; 

Ck)oper and Funk, 1911; 

Eijkman 1911; 

Funk 1911, 1912a, 1912b, 1913o; 

Chamberlain 1911; 

Heiser 1911; 

Chamberlain aud Vedder 1912; 

Suzuki et al 1912; 

Fraeer and Stanton 1911-1915; 

Vedder and Williams 1913; 

Wellmao, Eustis and Scott 1914; 

Albert 1916; 

McCollum and Davis 1915b; 

Williams and Saleeby 1915; 

Chick aud Hume 1917, 1917a; 

Janseu 1920a. 

Steenbock and Gross 1919. 
Eijkman 1906; 
Hoist 1907. 

Osborne and Mendel 1919, 1920a; 
Shorten and Roy 1919, 1921 ; 
Dunham 1921. 



Thymus 

(sweetbread) 


Swoboda 1920. 


Thyroid 


Seaman 1920. 


Timothy 


Osborne and Mendel 1919, 1919c, 1920a. 



D,B,i..db,Google 



Fimd MaterM 


Literatwre Reference 


Togi (sprouted 
moDgo) 


Santos 1921. 


Tomato 

mm dried 
Heed press cako 


Osborne and Mendel 191»c, 1920a; 
Eddy and Stevenson 1920; 
Karr 1920; 
CowgUl 1821b; 
Shorten and Ro; 1921. 
Finks and Johns 1921; 


Turaip 


Osborne and Mendel 1919c, 1920ai 
Eddy and Stevenson 1920; 
Dimbam 1921. 


Wheat 


McColIum and Davis 1915b, 191M 



McCollum and Kennedy 1916; 
McColIum, Simmondfl' . and Pitz 1916, 

1916c; 
Chick and Hume 1917, lfll7a, 1917b; 
Yoegtlin, Lake and Myers 191S; 
Daniels, Byfield, and Loughlin 1919; 
Voegtlin and Myers 1919; 
Osborne and Mendel 1919a; 
Stammers 1921. 

Yeast Eijkman 1911; 

Cooper 1912, 1914; 

Edieetall912; 

Funk 1912b, 1913b, 1913c, 1916; 

Seidell 1917; 

Emmetfand McKim 1917; 

Chick and Hume 1917; 

Drummond 1917; 

Sugiura and Benedict 1918; 

Sugiura 1918; 

Thompson and Mendel 1918; 

Hawk, Fishback and Bergeim 1919; 

Osborne and Mendel 1919b; 

Osborne and Wakeman 1919; 

Karr 1920; 

Myers and Voegtlin 1920; 

Abderhalden 1920; 

Hawk, Smith and Bergeim 1921 ; 

Dunham 1921. 

Meat. From the distribution of vitamin B in the animal 
body, as indicated above, it is clear that ordinary meats are 
poor in this vitamin, while heart, liver and kidney contain it in 
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scmievhat larger proportion. Quantitative comparisons either 
of these meats with each other or with other foods, cannot readily 
be drawn from the data thus far available, but the experiments 
of Oebome and Mendel make it plain that ordinary meat is Dot 
to be depended upon to furnish the water-soluble vitamin needed 
for growth. Witii 20 per cent of dry meat in the food mixture 
given to growing rata there was early and marked failure for 
lack of vitamin B, the weight curves resembling those obtained 
when this vitamin was practically entirely absent. On the 
other hand, rations containing the dried tissue of heart, liver, or 
brain in the proportions of 10, 22, and 32.5 per cent respectivdy 
seemed to furnish enough of the B vitamin for the support of 
normal growth. The contrast between ordinary meat on the 
one hand and heart, liver or brain on the other, appears even 
more strikingly here than in Cooper's comparison of the amounta 
required to prevent polyneuritis. By ccnnparison with racperi- 
ments reported by Osborne and Mendel elsewhere it would 
appear Uiat heart, liver and brain contain vitamin B in propcv- 
tions somewhat similar to those in which it is found in milk, e^a 
and whole cereals (all being compared on the basis of solid 
matter), whereas ordinary muscle meat showed too small an 
amotmt to admit of any quantitative companson. 

Chick and Hume report that canned meat is of practically no 
value as a source of B vitamin. 

Eggs. There is probably as high a concentration of vitamin 
B in the egg, or at least in the e^ yolk, as in any part of the 
body. This is indicated both by the experiments of Cooper 
upon prevention of polyneuritis and those of Osborne and Mendel 
upon the support of growth. The latter results have apparently 
not yet been published in full but are referred to in terms which 
would imply that the solids of eggs and of milk have about equal 
proportions of the water-soluble vitamin. 

Since even slight deterioration of an egg is so readily per- 
ceptible to the senses, it is probable that eggs preserved by any 
method sufficiently efficient to keep them salable will retain their 
original vitamins in practically undiminished proporticm. 
Whether the vitamin can withstand all the treatments to which 
eggs are sometimes subjected in cookery may be more doubtful. 

Milk. The mammary gland is believed not to synthesize ' 
vitamin but to take it from the blood, or through tiie blood fnnn 
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the tiseniee, of the mother and convey it to the young throu^ 
the milk. Since the total amount of B vitamin available in tiie 
tisBUeB is relatively small, the concentration in which it appears 
in the milk is largely dep^ident upon the vitamin content of the 
mother*! food. This doubtless is one reason that different inveB- 
tigators have received different impressions as regards the rich- 
ness of milk in thia vitamin. Another reason is to be found in 
the observation of Osborne and Mendel (1918c, pp. 539-40) that 
individu&l animals vary greatly in their requirements for the 
water-soluble vitamin; and still another in the differing lengtJia 
of experiments and criteria of satisfactory growth. In some 
cases the experiment has been deemed successful and the food 
eatiefactory when growth at a nearly average rate was main- 
tained for a few weeks, while other investigators, such aa Oabonie 
and Mendel, have discussed the question in terms of the require- 
ment for optimwn growth. If to a basal ration milk is added 
in increasing proportions, it is probable that the diet, even though 
adequate before, will be improved by the increased proportion 
of m i l k in other respects as well as in its content of water-soluble 
vitamm, and so the experimenter will be led to the use of more 
milk than is really necessary to supply the needed amount of 
vitamin B. From a study of the published work of previous 
investigators and the results of several unpublished experiments 
of our own, we judge that milk solids contain about as much of 
the B vitamin as the solids of e^s and much more than the 
sdids of ordinary meat; and that on the average an amount of 
milk sufficient to furnish from 10 to 20 per cent of the total 
solids or total calories of the diet will furnish as much water- 
soluble vitamin as is needed to make the food mixture adequate 
for growth. 

Osborne and Mendel report (personal commimication) that 
human milk is not richer than cow's milk in vitamin B. 

Cereals and Breadstujjg. The whole grains of the cereals are 
fairly rich in vitamin B and a diet consisting largely of grain 
products would probably always contain an ample amount of 
this vitamin were the entire grain used; but the interior of the 
endosperm contains much less of it than the other parts of the 
grain and so the more highly refined the mill product the greater 
tbfi danger that vitamin content may be too greatly reduced. 

Since the phosphorus content of the endosperm is also much 
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lower than (hat of the whole grain, there exiets in the case of 
the mill products of rice, or wheat, or maise, s rough parallelism 
between the phosphorus content and the B vitamin content 
which is sometimes useful in permitting a quick judgment of the 
character of a product by determining the amount of phoaphorus 
it contains. 

In rice there is a high concentration of vitamin B in the 
embryo, a lower concentration in the bran, and little if any in 
the pure endosperm. The embryo is email and readily detached 
from the endosperm in the milling process, while the successive 
layers between the husk and the endosperm are not removed so 
readily. Hence any milling of rice is likely to lower greatly its 
antineuritic value tiirough the loss of the embryo, but rice which 
is not too highly milled still has some anUneuritic value. In 
pure white polished rice, however, the vitamin content is so far 
reduced that it is a disputed point whether such rice coataina 
any vitamin B whatever. 

In wheat the B vitamin appears to be somewhat lesB defi- 
nitely localized than in rice. Commercial wheat embryo has 
been used by several investigators as a rich source of vitamin; 
but when Osborne and Mendel fed pure wheat embryo which 
had been carefully removed from the kernels by hand in the 
laboratory, its B vitamin content was found lower tlian would 
have been expected. Their work suggests that a crumbly layer 
of endosperm lying next the embryo and which ordinarily accom- 
panies the latter in its c<Mnmercial separation, may be the part 
of the wheat kernel which is richest in the B vitamin. Patent 
flour representing the part of the wheat endosperm poorest in 
vitamin is not so devoid of it as is polished rice. While white 
wheat flour is poor in 6 vitamin as c<Hnpared with the whole 
grain, it yet contains enough to be of considerable Bignificasce 
in nutrition. 

Osborne and Mendel report (Carnegie Institution Year Book 
No. 17, p. 30&, 1919) that 50 to 60 per cent of patent flour in an 
otherwise adequate diet furnishes barely sufficioit vitamin (B) 
to promote satisfactory growth in the rat. On the other hand 
such growth was supported by the vitamin B furnished by 15 
ta 20 per cent of entire wheat in the diet, or by 2 to 5 per cent 
of the preparation of commercial wheat embryo which they u^. 

Th^ add: "So long as the diet of man is sufficiently varied 
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to include enough vitamin from sources other than the cereals, 
the milling question need not awaken much concern from the 
vitamin standpoint; but when the diet ie restricted the danger 
of a short^^ of vitamin may become real if a large proportion 
of sugar, fat, or other products, low in their content of water- 
soluble vitamin, are included in the diet." Since this is often 
the case and since we now have reason to believe that an intake 
of vitamin much more abundant than is absolutely necessary is 
often advantageous, we believe that the use of whole grain in 
preference to highly milled products should be encouraged. 

Since yeast is rich in B vitamin, the introduction of yeast in 
the making of bread must raise its vitamin content slightly, but 
only very slightly because the amount of yeast used is so small. 
The use of a "lower" grade of flour (less purely the interior of 
the endoepenn) may be expected to increase the vitamin content 
of the bread much more than does the yeast used for leavening. 

Beans, pea$, and seeds in general, when eaten entire or ap- 
proximately 80, are apparently all rather similar as sources of 
B vitamin. McColIum states that with 25 per cent of white 
beans in the diet as sole source of B vitamin the supply of this 
was fully adequate. McCoUimi found 15 per cent of whole 
wheat to be hardly adequate as sole source, while 35 per cent 
is more than adequate. Fairly similar results have been obtained 
with peas, soy beans, barley and doubtless other Seeds as well. 
Steenbock found 20 per cent of barley to be slightly less than 
fully adequate. Osborne and Mendel (1919) speak of whole 
wheat, soy beans, dried eggs and milk solids as each being re- 
quired in proportions twice as large as of dried spinach or eight 
times as large as of yeast, when serving as sole source of vitamin 
B. This would imply that whole wheat, soy beans, dried eggs, 
and milk solids are each from four to six times as rich in B vita- 
min as the diet as a whole needs to be. 

Vegetables and Fruits. The potato was found by McCollum, 
Simmonds and Parsons (1918a) to be capable of supplying all 
of the needed B vitamin; but since large proportions of potato 
were used in all the experiments which they describe, their data 
do not show how the potato ctsnpares with other foods quantita- 
tively in this respect. Osborne and Mendel (1920a) find the 
potato to compare favorably with roots as a source of vitamin B. 

Steenbock and Gross (1919) report the sweet potato as con- 
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tainii^ less of tbia vitamio than carrota or nttabagat of which 
15 per cent sufficed to make the food mixture adequate. Oeboroe 
and Mendel found turnip, onion, beet leaves, or beet stems to 
contain about twice aa much vitamin (in the dry matter) as 
beet roots, while tomato was abotit twice as rich in this respect 
as the turnip or onion, and about half as rich as yeast when all 
were compared on the basis of dry matter. They also found that 
10 per cent of dried spinach or 15 per cent of dried cabbage suf- 
ficed as Boie source of vitamin B. Oabome and Mendel (unpub- 
lished data) find vitamin B in lettuce, parsley and dandelion 
leaves, but not in tea decoction as ordinarily drunk. 

In general the leaves appear to be slightly richer than the 
whole seeds in the B vitamin when compared on the basis of 
dry matter. 

Compared in the fresh fluid form, orange, lemon and grape 
fruU juice were found by Osborne and Mendel to contain about 
the same concentration of vitamin B as does milk, while grape 
juice and fresh apples and pesrs appeared to contain lesa. 

Nvis. Cajori (1920), working with rats which consumed 
about 6 to 8 grams of total food per day, found that if almond, 
English walnut, black walnut, chestnut, Brazil nut or pecan 
were included in the ration to the extent of 1 to 2 grams per day, 
the out sufficed as sole source of the B vitamin. This would 
imply that nute are nearly but not quite as rich in vitamin B aa 
are the whole cereals, the dry legumes, or the solids of milk 
or eggs. 

Summary of Properties of Vitamin B. 

The term vitamin B st present includes : (1) the antineuritic 
vitamin found by Eijkman in rice, Qrijns in beans, Funk and 
others in yeast, and later found in a wide variety of animal and 
v^etable substances, the absence of which causes polyneuritis 
in fowls, beriberi in man and a similar pathological condition 
in other mammala; (2) a water-soluble growth-promoting sub- 
stance found by Hopkins, Osborne and Mendel, and McCollum 
in milk and later found in wheat embryo, yeast and the various 
materials furnishing the antineuritic vitamin. Absence of this 
vitamin causes loss of appetite, cessation of growth and finally 
pathological symptoms resembling those of beriberi. Similarity 
in occunence and many properties speak for the identity of the 
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antineuritic and gTOwtii-promotii^ water-Boluble vitamins. Id 
tlie absesce of positive proof it seems probable that the water- 
soluble growth-promoting substance is among the sut^tances 
having antineuritic action. 

Vitamin B may also include the bios which stimulates the 
growth of yeast, the auximones or growth-promoting substaocea 
apparently synthesized by soil bacteria and necessary for the 
growth of green plants, and a substance found in blood and other 
materials and which is necessary for the growth of microoi^an- 
isma particularly of the hemophilic type. 

Fending chemical identification of vitamin B and quantita- 
tive experiments in which the same substance is tested f<»- all 
the above-mentioned properties it is impossible to do more than 
classify these substances under the general heading of Vitamin B. 

Birds fed on polished rice or the corresponding products of 
other grains develop polyneuritis as the result of the lack of 
vitamin B. Usually they show considerable loss of body weight 
at the same time but the nerve symptoms predominate in the 
pathological picture presented by birds on such a- diet. 

In. mammals a deficiency of vitamin B in the diet causes 
loss of appetite conunonly followed by a more complex and leas 
clear-cut set of symptoms than in the case of birds. These 
symptfHns arc grouped by McCarrieon in the order of under- 
nutrition, derangement of function of the organs of digestion 
and assimilation, disordered endocrine function, and malnutri- 
tion of the nervous system. A partial but not complete defi- 
ciency in this vitamin leads to impaired growth and a general 
undermining of health and vigor. This lowered vitality may 
have a far-reaching effect in its influence on reproduction and 
successful rearing of the young. 

While often referred to as growth-promoting, it should be 
emphasized that vitamin B is essential to normal nutrition at all 
ages. 

The mechanism of the action of vitamin B has been variously 
thought to be that of a physiological stimulant to glandular 
secretion; of an indirect metabolic stimulant particularly for 
carbohy(^ate metabolism; and of a specific cell nutrient, the 
nucleopast of McCarrison and Findlay. This latter view is of 
especial interest in correlating the growth-pronkoting vitamin 
Msential to nonnal nuclear metabolism in Uie body mtii thai 
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thought hy Mockeridge to be essentisl to the ouclear metab- 
olism in the plant. 

While the relation of vitamin B to cellular metaboliam seems 
Btill a matter of speculation, it is clear that it often exerte a 
veiy direct influence upon appetite, as frequently demonstrated 
by Osborne and Mendel. It is also plain that the vitamin can 
cure nutritional polyneuritis both in birds and mammals (Funk, 
Williams, MoCollum, Cowgill and Mendel) and both by admis- 
istration through the mouth and by injecticoi. Thus it has pro- 
noimced effect upon the appetite but need not act through the 
digestive tract. 

Hardly less obscure than the mechanism of its physiolo^cal 
action IB the problem of the chemical nature of vitamin B. That 
the substance exists as a chemical entity can no longer be 
doubted, but as yet it is known oidy by its physiological effects. 
Some of its physical and chemical properties have however been 
determined. 

While the discussion of the possible identity of the anti- 
neuritic vitanlin and water-soluble B has emphasized possible 
differences in physical and chemical properties, there are certain 
itkcta which seem to be established. Vitamin B, the name include 
ing both antineuritic and growth-promoting vitamin,- is readily 
soluble in water and in alcohol moderately diluted with water. 
It is less readily soluble in alcohol stronger than 70 per cent, 
but can be extracted by stronger alcohol when used hot. It is 
generally considered to be insoluble in ether, although excep- 
tions to this have been made by Cooper in regard to the anti- 
neuritic vitamin in egg yolk, and mote recently by Voegtlin and 
Myers who claim solubility in fat and ether for the antineuritic 
vitamin of yeast. 

Vitamin B is readily adsorbed from solution by fuller's earth, 
colloidal ferric hydroxide, animal charcoal, and some wood char- 
coals and probably can be separated fr<Hn vitamin C by such 
adsorption. On the other hand botb vitamin B and C are 
dialyzable through membranes of apparently the same perme- 
ability (Zilva and Miura, 1921) and, therefore, can not be sepa- 
rated by dialysis. Since both vitamins diffuse through mem- 
branes of such permeability as permit the passage of substances 
of the colloidal character of methylene blue, neutral red, and 
sa&anin, Zilva and Miura conclude that the dimensions of the 
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molecules of vitaminB 6 aod C or the molecules with which they 
may possibly be associated are of the order of that of a semi- 
coUoid. 

Here as well as in connection with the somewhat conflicting 
reports regarding solubility in organic solvents it is important 
to remember that the same vitamin (as identified by its physio- 
logical properties) may sometimes be met in a free state as a 
relatively simple substance and at other times in chemical ccou- 
bination with colloidal substances of presumably more complex 
constitution. Thus Osborne, Wakeman and Ferry have found 
evidence that some proteins may combine chemically with vita- 
min B; and Williams has shown that the antineuritic vitamin 
of a water extract of rice polishings becomes more active but 
also less stable when submitted to acid hydrolysis, which would 
suggest that such hydrolysis sets free the vitamin from chemical 
combination with some other substance such as protein. 

Vitamin B is relatively stable to oxidation and to heat and 
is evidently more stable in acid than in alkaline solution. Only 
a few quantitative experiments upon its rate of destruction at 
different temperatures and under different conditions appear to 
have been attempted. The results of such experiments (Chick 
and Hume, 1917b) would suggest that little heat destruction 
would occur in ordinary cooking, but that in commercial canning 
and sterilizing the losses might be more serious. In ordinary 
cooking losses of vitamin B are more likely to occur on account 
of its solubility in water and consequent loss by extraction if the 
cooking water is rejected than through instability to heat at 
cooking temperatures. The distinguishing feature of the B vita- 
min when compared with vitamins A and C is the effect of its 
greater stability which tends to make the problem of its ultimate 
isolation and identification a more hopeful one than that of 
vitamin C with its marked susceptibility to heat, to alkalinity 
and to oxidation, and of vitamin A with its susceptibility to 
destruction by oxidation and the technical difBcultiea involved 
in its colloidal and lipoid-like character. 

Partly from its solubilities and its greater stability in acid 
than in alkaline solution and partly from the results of attempts 
at isolation, as described at some length in the earlier part of 
the chapter, it appeared probable at a relatively early stage in 
the study of this vitamin that it was a nitrogenous base very 
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probably related to the purinea or pyrimidines. It is perhaps a 
hopeful eign that later evidence, both from attempts at ita isola- 
tion and from studies of its physiological behavior does not in 
the main contradict the earlier indicatione. In our opinion fur- 
ther attempts at chemical isolation should be accompanied by 
quantitative feeding experiments of all fractions obtained, both 
for the prevention of polyneuritis in pigeons and for the promo- 
tion of growth in rats or other mammals. It is chiefly from the 
substitution of quantitative measurements for tiie qualitative 
teste which have been accepted in the past that we may h<^ 
for more conclusive evidence in the futiire. 

Williams' attempts to elucidate the problem of the chemical 
nature of the vitamin by testing substances of known structure 
for antineuritic properties instead of by depending solely upon 
fractionation of plant or animal materials, and the resulting 
indications that antineuritic vitamin may perhaps be a desmo- 
tropic form of one of the purines or pyrimidines, are highly 
suggestive and are not inconsistent with the results thus far 
reported by Osborne and Wakeman in their work upon the con- 
centration of the vitamin fraction of yeast. We await with 
much interest the appearance of further work upon this prob- 
lem, both by Osborne and by Williams. 
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Chapter III. 
The Antiseorbutic Vitamin — Vitamin C. 

Theobald Smith in 1895 noted that guinea-pigs kept upon a 
diet of oate developed a hemorrhagic disease, but the importance 
of this fact was not realized until eeveral years later. 

At about the time that Eijkman and others were showing 
that beriberi could be induced in fowls as the result of a diet 
lacking in some definite though unidentified substance, Hoist and 
Frolicb (1007, 1912) of Ohristiania undertook similar experi- 
ments with difi'erent laboratory animals in the hope of obtaining 
light upoa the disease known as ship^beriberi which was seri- 
ously prevalent among Norwegian sailors when on long voyages 
.or fishing trips. Feeling that their experiments would be more 
directly applicable to human experience if performed upon mam- 
mals rather than pigeons or fowls, they gave particular attention 
to feeding tests upon guinea-pigs. These were found to differ 
greatly from fowls in their reaction to a polished rice diet. In- 
stead of showing experimental beriberi, the guinea-pigs devel- 
oped symptoms which Hoist and Frolicb considered to be "iden- 
tical in all essentials with those of human scurvy," A diet of 
other grains or of bread alone resulted in the same symptoms. 
Am(Hig these symptoms are loss of weight, soreness of joints, 
hemorrhages around rib junctions and knee joints, soreness and 
hyperemia of the gums leading to looseness of teeth, separation 
of an epiphysis from long tubular or medulated bones (especially 
the upper epiphysis of the tibia) , characteristic changes of bone 
marrow, and sometimes hemorrhages into the skin. 

To determine whether these symptoms were due to starvation, 
groups of guinea-pigs were given water atone, water with a 
limited amount, 40 to 60 grams, of fresh raw cabbage, dandelion 
leaves, or carrots, and an unlimited amount of the same green 
vegetables respectively. All of the animals of the first two 
groups died of starvation but none developed scurvy, while the 
group fed the fresh vegetables ad libitum gained in weight and 
95 
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showed no aymptoma of scurvy. Various foods were then tested 
for their antiscorbutic properties by adding them to a basal diet 
of bread or grain, and observing whether or not the guinea-piga 
on this diet developed ecurvy. 

Among the foods showing antiscorbutic properties in varying 
degrees were raw cabbage, dandelion, lettuce, endive, sorrel, 
potatoes, carrots, cloudberries, bananas, and apples. 

Cabbage and dandelion juices apparently lost their antiscor- 
liutic properties rapidly when kept at room temperature m 
even in the ice box, while fruit juices and sorrel juice proved 
more stable. That the stability of the active constituent was 
greater in an acid than a neutral or alkaline medium was shown 
by these findings and also by the observation that acidulated 
cabbage or dandelion juice retained its antiscorbutic property 
better than the corresponding natural juice. 

A study of the effect of cooking on the antiscorbutic property 
of these materials showed that loss in activity varied with the 
food and the time of heating. In general, heating for one-half 
hour at 100° C. proved much less destructive than for one hour 
at the same temperature. 

Cooking cabbage at 110° for one-half hour did not entirely 
destroy its antiscorbutic properties, but after cooking for one-half 
hour at 100° and then for one hour at 120° its antiscorbutic 
properties were almost negligible. Berries retained their effi- 
ciency after cooking to a very marked extent. Raspberry juice 
seemed to be but little injured by heating for one hour at 100' 
or even 110° C. Cloudberries heated in the same way retained 
their antiscorbutic properties for at least three months after 
cooking. 

An interesting observation in this paper was that the in- 
fluence of cooking was apparently less when the air was excluded 
during the heating. (Compare recent work on destruction of 
antiscorbutic vitamin by oxidation.) 

In most cases vegetables lost the greater part of their anti- 
scorbutic value m drying; but it was observed that such of the 
antiscorbutic property of cabbage as was not lost in the process 
of drying was subsequently better preserved in the dry state 
than when the vegetable was simply stored under ordinary room 
conditions. 

Hoist and Frolich in this same article (1912) describe the 
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production of scurvy in swine by feeding either (1) rye bread, 
(2) rye bread and cooked beef, or (3) rice and dried cooked fish. 
In most of these animals a marked polyneuritis developed in 
addition to the scurvy. It was this same combination of the 
symptoms of beriberi and scurvy which characterizes the "ship- 
beriberi," which disease had led Hoist and Frolich to undertake 
these experiments. Thus it appeared that ship-beriberi might 
be regarded as scurvy complicated with beriberi, and that scurvy 
might now be studied experimentally in the guinea-pig as beri- 
beri is in fowls and pigeons. 

Hoist and Frolich showed that scurvy developed in about 
the same manner when any of the ordinary grains or its mill 
product is fed. Fiirst (1912) working in the same laboratory 
showed that peas, lentils or almonds, although differing markedly 
from the cereal grains in percentage composition as shown by 
ordinary analysis were like the cereals and similar among them- 
selves in their lack of the antiscorbutic substance when fed after 
ordinary cooking. When peas or lentils were fed raw, scurvy 
appeared less quickly and in a less severe form, indicating that 
these seeds contain some of the antiscorbutic substance, but that 
this is destroyed by beating to the extent required for the thor- 
ough cooking of these dry legumes. FUrst also experimented 
with mixtures of seeds and concluded that "there is no advantage 
in numerous foods when none contains the needed substance"-^ 
an observation which might well become an aphorism for the 
guidance of menu makers. 

Fiirst found further that these seeds develop antiscorbutic 
properties when soaked and allowed to sprout. This is interest- 
ing in contrast with an observation recorded by Grijns that seeds 
lose their antineuritic property on sprouting. These findings 
have led to tiie suggestion that the antiscorbutic vitamin may 
be formed from the antineuritic in the sprouting stage, and that 
conversely there may be a change of antiscorbutic into anti- 
neuritic vitaiqin as the seed matures and goes into a resting 
stage. 

From tills paper by Fiirst, as well as from those of Hoist and 
Frolich, one gets the impression that these authors believed in 
more than one antiscorbutic substance, since the antiscorbutic 
property seems to difFer in stability in different foods. From our 
present point of view it seems more natural to assume that these 
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differences in behavior may be due to differing conditions such 
as bydrc^en ion concentration and to colloids whose presence 
or absence would result in the vitamin being contain^ some- 
times in a heterogeneous and sometimes in a homogeneous sys- 
tem. Nevertheless we know of no evidence adequate to con- 
stitute a conclusive demonstration that there is only one anti- 
scorbutic vitamin. 

FrSlich (1912) held that (under the conditions existing in 
Norway) infantile scurvy was moet common among children 
living imder good hygienic conditions, and that this was probably 
due to tiieir being fed too largely upon prepared foods and well- 
stenlized milk, whereas children less sedulously cared for were 
likely to eat a greater variety of foods, some of them raw, and 
thus were less liable to scurvy. Since on the other band the 
epidemics of scurvy among adults had so often developed under 
conditions of hardship and unsaDitary living, there had been a 
misleading appearance of these diseases being different whereas 
in reality they may be essentially identical. 

Frolich showed that milk normally contains enough of the 
antiscorbutic substance to afford complete protection from 
scurvy when raw milk constitutes the sole or chief food. Such 
heat treatments as are ordinarily involved in pasteurization of 
milk, were found in his experiments to diminish but not entirely 
to destroy the antiscorbutic property so that whether pasteur- 
ized milk will furnish enough of the antiscorbutic substance to 
make the diet safe will depend both upon the treatment to which 
the milk has been subjected and upon the amount of milk con- 
sumed. Pasteurized milk may prevent scurvy in the same man- 
ner that raw milk does, provided the pasteurization has been 
properly carried out and the pasteurized milk is used in suffi- 
ciently liberal amounts. 

Hoist and Frolich (1913) found that cabbage dried quickly 
in an oven at 37° C. lost little of its antiscorbutic property, and 
that on keeping it in a desiccator the property was better pre- 
served than when the material was stored in a closed, moist 
receptacle for the same lengtli of time, thus indicating that de- 
struction of the antiscorbutic substance occurred more readily 
in the presence of moisture than in its absence. Attempts to 
extract the antiscorbutic constituent from cabbage by means of 
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neutral ether were imsuccesaful, but it was found to be soluble 
in alcohol acidulated with 0.5 per cent of citric acid. 

A further study of the effect of dehydration upon the anti- 
scorbutic properties of cabbage was reported by Holat and Fro- 
licb in 1916 but escaped general notice until recently reported 
in English. (Hoist and Frolich, 1920.) 

Slices of cabbage dried for one week in an oven at 37° C, 
further dehydrated at the same temperature by the action of 
phosphoric anhydride, and then placed in vacuum bottles and 
stored at the same temperature showed very pronounced anti- 
scorbutic properties after from 18 to 26 months. Cabbage dried 
at 37°, but not further dehydrated, lost most of ita antiscorbutic 
properties when kept for 18 months at 37° in closed vessels but 
retained its properties to a certain extent when kept at from 4° 
to 12°. Samples kept at 4° iQ closed vessels without being pre- 
viously dried showed moderate antiscorbutic properties at the 
end of 18 months. 

Darlmg (1914) showed in an interesting way by tabulation, 
and diagrams the overlapping of the symptoms of beriberi, 
scurvy and other deiiciency diseases and the extent to which 
the symptoms of experimental beriberi in fowls and experimental 
scurvy in guinea-pigs correspond with those of the diseases as 
observed in man. 

The interrelationship of scurvy, beriberi, rickets, and other 
nutritional diseases, the relative susceptibility of different ani- 
mals to scurvy, and the striking resemblance between guinea-pig 
and human scurvy have also been discussed quite fully by Hess 
in his recent monc^aph on Scurvy, Past and Present. In call- 
ing attention to the fact that a diet of polished rice or other 
decorticated grain will lead to the development of scurvy in the 
guinea-pig, to polyneuritis in the pigeon or fowl, or to a com- 
bination of these disorders in the hog, he suggests that the dif- 
ference between susceptible and non-susceptible animals is rela- 
tive rather than absolute. Guinea-pig and human scurvy are 
considered practically identical, although the guinea-pig is more 
sensitive to scurvy than man. "This does not indicate that the 
guinea-pig is an unsuitable experimental animal, any more than 
the fact that the pigeon is more susceptible to polyneuritis than 
man indicates that it is imsuited to investigations of beriberi." 

In the study of vitamin problems through the evidence ob- 



DigitzfidbyGOOglC 



100 THE VITAMINS 

tainable from observations upon disease, two points which are 
not always clearly distinguished should be kept carefully in 
mind. From the standpoint of pathology and, to a less extent, 
of prevention, it is of course of great importance that the experi- 
mental disease induced in a laboratory animal shall really be the 
counterpart of the pathological condition observed in man. At 
the same time it must be kept in mind that the clinical picture 
tends to grow with the literature of the disease and that tiie 
complete clinical picture may easily include symptoms arising 
from concuTent infections or other causes aside from the defi- 
ciency of the vitamin, whereas in laboratory experimentation it 
is usually sought to study only one variable factor at a time. 
Thus in experimental scurvy we may have a picture not showing 
all of the features which have sometimes been considered as 
belonging to typical cases of scurvy in man, yet partly for this 
very reason the experimental form of the disease may be better 
adapted to the study of the vitamin problem than is its clinical 
form. 

Another important factor in the study of scurvy as a defi- 
ciency disease through both experimental and clinical evidence 
is the possibility that the disease may exist in a latent or sub- 
acute or partially developed form in which case the patient does 
not show the complete or typical clinical picture yet may be 
demonstrably improved by the same measures which. are clearly 
shown to prevent or cure the disease in experimental animals. 
This is strikingly true in Hess's experience with infantile scurvy. 
Hess and Fish (1914) described outbreaks of scurvy occurring 
in an orphan asylum among children who had been fed with 
milk heated at 165° F. for 20 minutes or milk heated at 145° F. 
for 30 minutes. No orange juice or other antiscorbutic bad 
been fed. These cases in general did not present a fully devel- 
oped or clear picture of scurvy but represented only an early 
stage or a partially developed or sub-acute form of the disease 
which was, however, responsible for much restlessness, irritabil- 
ity, evident discomfort, and retardation in the growth and devel- 
opment of the children. The condition was cured by the addi- 
tion of small amounts of orange juice, which, it seems certain, 
must have been effective because of ito antiscorbutic property. 
Cures were also effected, but less rapidly, by the substitution 
of raw for pasteurized milk. Modification of the pasteurized 
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milk by the use of mashed potato made into a thin gruel instead 
of cereal gruel also served to cure and to prevent the disease. 
In moat of the cases in which the disease developed in children 
fed pasteurized milk, the milk constituted about two-thirds, and 
cereal gruel one-third, of the food mixture. On such a diet 
some of the children developed scurvy at least to the extent here 
described, while others in the same ward did not, illustrating 
the fact that susceptibility to 8eur\'y is subject to considerable 
individual variation or (to state what is probably tlie same 
thing from a different angle) that the antiscorbutic requirement 
for the maintenance of normal nutrition and growth is higher 
in some children than in others. 

In this paper and in another published by Hess in the follow- 
ing year (1915) the pathology of the disease was fully described. 
Since this and other aspects of scurvy are so well summarized 
and discussed by Hesa himself in his recent monograph (1920), 
it would be superfluous for us to enter upon any other than the 
chemical and nutritional aspects of scurvy here. 

Ingier (1915) studied the effect of a scorbutic diet upon preg- 
nant guinea-pigs and their unborn young. When the mothers 
received the scorbutic diets in the early stages of pregnancy, 
the young were bom dead, often prematurely, and on examina- 
tion showed evidence of impeded growth. When the scorbutic 
diet was given only during the latter part of pregnancy the young 
were bom alive and apparently fully developed, but with latent 
scurvy which soon became acute if the mother were continued 
on the scorbutic diet and the young were dependent upon her 
milk. It was also observed that pregnant females more quickly 
succumb to a scorbutic diet than do animals not subject to the 
demands of pregnancy or lactation. 

Commenting upon these results of Ingier, Hess (1920, pp. 
126-127) concludes: "In view of the similarity between human 
and guinea-pig scurvy, we should expect not only miscarriages 
and still-births to result (when the mother's diet is deficient in 
antiscorbutic food) but cases of congenital scurvy, especially of 
the latent or mdimentary type." 

An example of the extent to which the growth and develop- 
ment of an infant may be retarded by lack of antiscorbutic 
vitamin before appearance of distinct scurvy symptoms is af- 
forded by the following case described by Hess (1920, p. 213): 
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"An infant which had been fed to an age somewhat over nine 
months without the use of raw milk or other antiscorbutic food 
was observed to be practically dormant bb regards growth, having 
gained only about one-half pound in four months. It was then 
fed orange peel juice as antiscorbutic and gained two pounds 
within a month. There were no otlier symptoms of scurvy, but 
the failure of growth followed by prompt resumption when anti- 
Bcorbutic was given were held to show that the baby was suffer- 
ing troca a progressive scurvy, due to lack of antiscorbutic vita- 
min and curable by its administration, but not recognizable by 
any of the classic scorbutic signs. 

Jackson and Moore (1016) described experimental studies of 
ecvxvy developing in guinea-pigs kept under laboratory condi- 
tiaaa on a considerable variety of diets some of which contained 
foods supposed to be more or less efficient as antiscorbutics. 
Post-mortem examinations showed hemorrhages in the muscles, 
ends of bones, bone marrow, skin and tooth pulp; swollen tender 
joints and fragile bones were also common. 

The results of a bacteriological study of these cases were 
described by Jackson and Moody (1916) in a paper published 
umultaneously with the above. In the post-mortem examina- 
tions which had been made, the staining of certain tissues had 
suggested the presence of bacteria. Cultures from the affected 
tissues showed diplococci of low virulence. Rabbits proved more 
susceptible to inoculations with this organism than guinea-pigs. 
Only one rabbit died but all showed some stiffness and emacia- 
tion. Similar bacteria were recovered from the lesions of inocu- 
lated animals as long as 40 days later. When introduced into a 
second group of animals these organisms failed to produce the 
disease. Cultures of the heart blood did not show the organisms 
and blood transfused from diseased to normal animals produced 
no changes. Animals which had been fed adequate amounts of 
antiscorbutic food were less susceptible to inoculations with these 
bacteria than poorly fed animals. These results would seem to 
illustrate the likelihood that some of the symptoms observed in 
scurvy may be more or less influenced by the effects produced 
by infectious organisms which may be in some degree character- 
istic in the sense that they more readily develop upon a boat 
weakened by scurvy. The fact, however, that a much clearer 
picture of scurvy develops with greater certainty as a result of 
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purely dietary cauaes, confinned as it is by the great amount of 
work recently done upon experimental scurvy, leaves no doubt 
that the disease should be regarded as essentially due to dietary 
deficiency, though perhaps often complicated by infections and 
possibly by a particular infection to which the animal becomes 
more susceptible as a result of the deprivation of the aati- 
8c<N'butic vitamin. 

Chick and Hume (1916-17) in a study of the distribution 
among foodstuffs, especially those suitable for the rationing of 
armies, of the substances required for the prevention of beri- 
beri and scurvy, emphasized the fact that the maintenance of 
adult human beings in health requires an adequate intake of 
antiscorbutic food as Hess had shown to be the case with chil- 
dren. They distinguished clearly, as Hoist and Frolich and 
Hess had previously done, between two classes of vitamins con- 
cerned respectively with beriberi and scurvy, each of which 
they pointed out has its individual role in metabolism possess- 
ing properties differing from the other. They also emphaaised 
the difference in distribution of the two substances among natu- 
ral and commercial articles of food, through a comparison of 
foods as sources of antineuritic vitamin by experiments upon 
paeons, and as sources of antiscorbutic vitamin by experiments 
upon guinea-pigs, scurvy being induced in the latter 1^ rations 
of cereals either alone or with sterilized milk. They emphasised 
the occmrence of the antiscorbutic vitamin in active, living, 
vegetable tissues, and in smaller degree in corresponding animal 
tissues. All the dried foodstuffs which tiiey examined, including 
desiccated vegetables, they reported to be deficient in anti- 
scorbutic vitamin. Dried pulses (legumes) and cereals, tboii^ 
rich in antineuritic, proved too poor in antiscorbutic vitamin to 
give any protection from scurvy, but if moistened and allowed 
to germinate the antiscorbutic property was found to be regen- 
erated with the beginning of active cell life in the seed, as pre- 
viously demonstrated in Hoist's laboratory. They therefore 
recommended that such seeds be made a part of tiie army pro- 
visions to be sprouted and added to the ration when other anti- 
scorbutic food was not available in sufficient quantities. They 
gave full directions for sprouting the seeds in order to develop 
tiie antiscorbutic pwpeity and emphasized sbxmgly Uie fact Uiat 
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the antiscorbutic vitamin is more sensitive to drying and to high 
temperatures than is the antiQeuritic. 

In another paper published soon afterward, Chick and Hume 
(1917) discussed further the independent need of both anti- 
neuritic and antiscorbutic substances in the diet at all ages, the 
absence of antiscorbutic in dry cereals and legumes, its develop- 
ment in either of these groups of seeds when germinated, and the 
varying proportions of antiscorbutic in different fruits and veg- 
etables. This paper includes a tabulation ot difEerent articles 
of food with notations of their relative antiscorbutic value by 
means of zero marka or one or more plus signs, a device which 
has been made increasingly familiar by the successive publica- 
tions of the English workers and especially by the British Com- 
mittee Report whose table we publish with slight amendments 
elsewhere. (Chapter V.) 

Baumann and Howard (1917) experimented with the pro- 
duction of scurvy in guinea-pigs by a diet of oats and water 
and compared the mineral metabolism of the animals in which 
scurvy had been thus induced with that shown in previous periods 
during which their diets contained ample antiscorbutic in the 
form of carrots. They concluded, as had Hoist and Frolich, 
that scurvy developed as a result of the absence or insufficient 
amount of an unidentified substance in the diet, but further that 
the disease exerted a profound effect upon the mineral metab- 
olism of the guinea-pig. 

Howard and Ingvaldsen (1917]) studied mineral metabolism 
in experimental scurvy of the monkey, this being induced in 
some but not all of the monkeys by a diet of condensed milk 
and water. They found changes in mineral metabolism accom- 
panying the symptoms of scurvy in the monkey, but not suffi- 
cient to explain the pathogenesis of scurvy, nor were the effects 
of the scurvy upon the mineral metabolism as marked in the case 
of the monkey as had been found by Baumann and Howard in 
the case of the guinea-pig. 

McCoUum and Pitz (1917) advanced the theory that scurvy 
in the guinea-pig was more probably due to deleterious effects 
resulting from constipation than to the deficiency of a specific 
protective substance. The benefit derived from orange juice 
they sought to attribute to, its laxative effect and possibly also 
to a more specific influence upon the bacterial flora of ibe in- 
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testine. Thia view cooBiderably influenced the diecuesion of 
acurvy during the years 1917 to 1919 but has since been entirely 
abandoned, at least so far as the chief cause and main features 
of scurvy are concerned. 

Chick, Hume and Skelton (1918) in an investigation of the 
antiscorbutic value of cow's milk with particular reference to its 
value as an antiscorbutic in infant feeding, tested the effects of 
measured amounts of fresh milk fed to young guinea-pigs whose 
other food consisted of oats and wheat bran. 

When less than 50 cubic centimeters of milk was taken daily, 
the animals did not show protection from acurvy. If the daily 
ration furnished from 60 to 100 cubic centimeters of milk, more 
or less perfect protection was observed, varying with the amount 
consimied. If from 100 to 150 cubic centimeters was taken daily, 
scurvy was entirely prevented and satisfactory growth and 
development occurred. These results were considered to agree 
with the vitamin deficiency theory of the etiology of guinea-pig 
scurvy, and to show that milk is a food containing a moderate 
amount of this vitamin. Later ex[>eriments have shown that 
under more favorable conditions of feeding, cows give milk much 
richer in antiscorbutic vitamin than the above results would 
indicate. 

Chick, Hume and Skelton pointed out that the experiments 
reported here offer a reasonable explanation of the anomaloiis 
results of other observers when guinea-pigs were fed on diets 
consisting of grain and milk, and no measurements were made 
of the amount of milk actually consumed. The conclusions of 
McCollum and Pitz were challenged on this ground, and experi- 
ments reported to refute their constipation hypothesis as to the 
cause of scurvy. 

Cohen and Mendel (1918) published in the same year the 
results of a very thorough and systematic investigation of the 
relation of diet to the production of scurvy in the guinea-pig. 
They determined the results of feeding diets restricted to a 
single seed such as oats, barley or soy bean, and diets in which 
one or more seeds were fed t<^ether with supplements designed 
to furnish adequate amounts of the different factors known to 
be needed for normal nutrition. The conditions resulting in the 
experimental animals were fully described both as to sjTnptoma 
and autopsy findings. The symptoms regarded by these authors 
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SB moBt characteriatic are tendemesB of jointa devel(q>iDg usually 
in the wrists, ankles, and knees in this order, followed in two or 
three days by swelling of joints or sometimes spontaneous frac- 
ture. Fractures were more common among the younger animals. 
In older ones stiffeDing or paralysis of the hind legs may occur. 
The so-called scurvy positiwis are more or leas characteristic. 
Swellings of the joints may disappear when antiscorbutic is given 
or they may harden. Hemorrhage of the gums in the experience 
of these investigators was relatively rare, but loosening of the 
teeth more common. The condition of the cfecum emphasised by 
McCoUum and'Fitz was here found to be not characteristic of 
the disease, but to depend largely upon other factors in the diet 
than this antiscorbutic property. With a well-chosen diet the 
scorbutic animal may still eat well and gain in weight, at least 
for a time, though at a more advanced stage of the scurvy loss 
of appetite and of body weight occurs. Susceptibility was found 
to depend upon age and diet. Guinea-pigs weighing from 110 
to 250 grams succumb rapidly and the more so the poorer the 
diet as regards the character of its protein and mineral content. 
Animals weighii^ 300 to 500 grama were conaidered to be better 
for the study of moat phases of the acurvy problem aince younger 
onea died too quickly. When such animals were kept on a diet 
of 0B,ta and milk, the latter the sole antiscorbutic, it was found 
that 50 cubic centimeters of milk per capita per day delayed the 
onset of scurvy for about 75 daya, while S5-136 cubic centimeters 
resulted in complete protection. Contrary to the theory of Mc- 
Ck)llum and Pits, Cohen and Mendel found that the roughage 
of the diet and the resulting intestinal condition were only minor 
factors, the eaaential factor certainly being the antiscorbutic 
substance. Orange juice, freah cabbage, freah carrots, adequate 
amounts of cabbage which had been carefully dried at a tem- 
perature of TO'-SO" C, genninated oats and barley were all 
shown to afford protection from scurvy. Pure lactose, which 
Pits had believed to he effective through its inSuence upon the 
ioteetinal flora, was here found to be of no value as an anti- 
scorbutic. 

Thus it was very clearly ahowu by Cohen and Mendel that 
experimental scurvy of guinea-pigs was demonstrable at will 
witii a suitable diet, that it is induced by an exclusive diet of 
cereal grains as ordinarily fed, but delayed or prevented when 
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the grains are germinated before feeding. It was rapidly pro- 
duced by a diet of eoy beans supplemented -with additions to 
ensure adequate amounts of both the A and B vitamins together 
with a suitable mineral content and adequate roughage in the 
form of added cellulose. In general the findings of Hoist and 
Frolich regarding the antiscwbutic properties of milk and of 
typical fruits and vegetables were confirmed and it was shown 
that cabbage could be so dried as still to retain a significant 
amount of the antiscorbutic substance. 

In a paper published simultaneously with that of Cohen and 
Mendel, Hess and Unger (1918a) furnished further evidence that 
the constipaticm theory of scurvy was untenable and that in the 
guinea-pig scurvy develops upon diets containing both "fat- 
soluble A" and "water-soluble B" in sufficient amounts to guard 
against deficiency of either of these vitamins. 

In another paper published at about the same time, Hess 
(1918) showed that in infants no less than in guinea-p^ scurvy 
may be, and often is, quite independent of constipation. Thus 
potato though not laxative is a good antiscorbutic while malt 
soup, although laxative, is a food whose use has been found to 
be especially prone to lead to scurvy when too great dependence 
is placed upon it in infant feeding. Hess also offered at this 
time a very, strikit^ piece of evidence against the theory that 
scurvy is referable primarily to intestinal conditions by showing 
that scurvy can be cured by intravenous injection of properly 
prepared orange juice. 

Other evidence tending to refute the constipation hypothesis 
of McCoUum and Pits and to establish the vitamin hypothesis 
was advanced specifically by Harden and Zilva (1918b), Barnes 
and Hume (1919), Hart, Steenbock and Ellis (1920) and in- 
cidentally by all who during this period were making a special 
study of the antiscorbutic value of different foods under varying 
conditions. 

With human scurvy admittedly a deficiency disease in that it 
is caused by the lack of a specific vitamin, it is to be noted as 
emphasized above that, as in the case of vitamin B, the vitamin 
may be taken in the food in sufficient amoimt to prevent the 
development of the typical symptoms of the deficiency disease, 
yet not to supply the full need of the body for the vitamin. In 
such cases there may develop, especially in the growing child, 
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the condition described by Hess as latent or subactite scurvy, 
and there may also result a more or less serious injury to the 
developing teeth as has been emphasized by Zilva and Wells in 
England and by Howe in this country. 

Zilva and Wells (1919) compared microscopic sections of 
teeth from normal guinea-pigs and from guinea-pigs which had 
received subnormal amounts of antiscorbutic in their food, and 
found that the tooth is one of the first, if not the first, part of the 
system to be affected by a deficiency of antiscorbutic material, 
and that changes of a profound nature may occur in the teeth 
even when the ordinary scorbutic symptoms are still so slight as 
to be almost unrecognizable. The effect upon the teeth was in 
the nature of a fibroid degeneration of the pulp, a pulpar fibrosis, 
the fine cellular connective tissue of the normal tooth being re- 
placed by a fibrous structure devoid of distinct cells. Similar 
radical changes in the teeth have also been noted in monkeys 
on a scorbutic diet. In discussing the application of these results 
to human nutrition, the authors suggest the possibility that diet- 
ary deficiency is an important factor in the great prevalence 
of tooth decay in civilized communities. They point out that 
cases of scurvy so mild as to escape detection may occur more 
often than is usually suspected and may reasonably be expected 
to influence dentition. 

Howe (1920) also finds that scorbutic diets have a very 
marked effect upon the teeth, this effect in general resembling 
pyorrhea. Continuation of the scorbutic diet results in loosen- 
ing of the teeth ; and if this is not allowed, to go too far, recovery 
follows the use of antiscorbutic food, 

Hess and Unger (1920a) from clinical observations and post- 
mortem examination and from the literature on scurvy and 
rickets conclude that beading of the ribs, the so-called rachitic 
rosary, is not the result of rickets alone but is one of the typical 
signs of scurvy and has also been noted in connection with beri- 
beri and pellagra in children. The belief that this phenomenon 
is attributable solely to rickets is thought to be responsible for 
the misinterpretation of many cases of latent scurvy. 

McGarrison (1919) found (as did also Rondoni) that in 
guinea-pigs rendered scorbutic by a diet of oats and autoclaved 
milk the adrenal glands are enlarged and coi^;ested, averaging 
in the cases reported about twice the weight of normal glattds. 
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He found that this hypertrophy of the adrenala was associated 
with diminished production of adrenaiiu which might readily be 
a factor in the hemorrhages so characteristic of scurvy. La Mer 
and Campbell (1920) have also found enlargement of the ad- 
renals in scorbutic guinea-pigs. 

The imiversal acceptance of the vitamin hypothesis as related 
to Bcarvy was doubtless retarded by the fact that rats which 
require both vitamin A and B for successful nutrition do not 
show symptoms of scurvy when subsisting on diets which in 
human subjects, monkeys and guinea-pigs cause this disease. 
Harden and Ziiva (1918c), however, from studies of the growth 
and health of rats kept upon diets lacking each in turn of the 
three vitamins, concluded that "rats existing on a scorbutic 
diet, although capable of gaining in weight and reproducing 
themselves, without any apparent manifestation of pathological 
symptoms for months, do not thrive so well as animals which 
have their diets supplemented with an antiscorbutic. This sug- 
gests that although rats are not very susceptible to scurvy they 
cannot absolutely dispense with -antiscorbutics without restric- 
tion of their normal development." 

These conclusions were conErmed by Dnimmond (1919) in 
feeding experiments with rats through two generations. A larger 
number of litters of young was obtained from the females which 
received the added antiscorbutic, which was ^ven in the form 
of orange juice. (This finding has been confirmed in most but 
Dot all of several cases recently tested at Columbia University, 
the addition of orange juice appearing to exert a favorable effect 
upon reproduction, even when given to rats whose diet already 
contained a measurable amount of antiscorbutic in the form 
of milk powder.) Dnimmond concluded from his observations 
that "the rat requires the antiscorbutic factor in order to achieve 
a normal development, and that although the requirements of 
this species are of a very much smaller order than those exhibited 
by man, the monkey, or the guinea-pig, they are sufficiently well 
marked to dispel, any idea that there exists a fundamental dif- 
ference in the nutritive requirement of the two types of animals. 

"It may therefore be accepted as experimentally proven that 
the dietary requirements of the higher animals include in addi- 
tion to a satisfactorily balanced ration of protein, fat, carbo- 
hydrate, and mineral salts, an adequate supply of three aoceasory 
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food factora: Fat-soluble A, water-soluble B or anMneuritic 
factor, and water-soluble C or antiscorbutic factor." 

The susceptibility of the monkey to scurvy and its require- 
ment for vitamin C as compared with the requiremrata of iho 
guinea-pig and of man have been studied by Harden and Zilva 
(1919, 1920). In the first of two papers on this subject (1019) 
three experiments were reported in which scurvy was induced 
in the monkey by the following diets: First, fresh beer, steamed 
wheat germ, and autoclaved bread, rice and peanuts; Kcond, 
autoclaved rice bread and autoclaved milk; and third, a diet 
similar to the first with the substitution of autoclaved milk for 
the beer. In all cases an acute scorbutic condition developed in 
from three to four months, the symptoms in the first two eases 
being confirmed by the histological changes noted on autcqwy. 
In the third experiment the animal was cured in lees tiian a week 
by the feeding of lemon juice. The minimum protective dose 
of orange juice for monkeys was later (1920) found to be between 
1 and 2 cubic centimeters per day while doses of 2 to fi cubic 
centimeters proved an adequate prophylactic. 

"A monkey therefore of 2 or 3 kilos is protected from scurvy 
by about the same quantity of orange juice as a guinea-pig 
weighing 300 to 400 grams. It is interesting to note that while 
the minimum dose of antiscorbutic required by the two animals 
to protect them from scurvy is of the same order, the time takra 
foe the development of the disease is very different, being about 
two months for a monkey and three weeks for a guinea-pig. 
This suggests that the monkey possesses a higher store of the 
antiscorbutic factor than the guinea-pig, while their daily re- 
quirements for metabolism are equal." 

It is estimated that an average child of 8 to 10 kilos needs 
as much antiscorbutic vitamin as is furnished by about 15 cubic 
centimeters of orange juice per day. This indicates about the 
same requirement per unit of body weight in the child as in the 
monkey, - while the guinea-pig's requirement per unit of weight 
is about five times larger. This is probably only a very rough 
approximation. 

While it is generally conceded that the antiscorbutic vitamin 
can not be stored in the body to the extent t^at is possible with 
vitamin A (Hess, 1920, p. 275) the suggestion of Harden and 
Zilvft as to the relative storage of the antiscorbutic vitamin in the 
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eiplanaUon of the varying requirements of different species of 



Of great importaace in this connection is the recent demon- 
stration by FarscuB (1920) of the persistence of ibo antiscorbutic 
substance in the liver of the rat after long intervals on a scor- 
butJc diet. In an effort to explain the apparently marked dif- 
ferences in antiscorbutic requirements of the two rodents, the 
guinea-pig and the rat, the antiscorbutic content of the rat's 
body tissues, (1) when a typical scurvy diet was fed and (2) 
when the diet was hi|^ in antiscorbutic substance, was tested 
by feeding extracts of the rat liver and muscle tissues to scor- 
butic guinea-pigs. For the purpose of comparison fresh &sh 
tissue was also used. 

The liver tissues of the rat showed a high content of the 
antiscorbutic substance, not only after feeding for a short time 
on a diet rich in the antiscorbutic substance but also after feed- 
ing for a long time on a typical scorbutic diet, practically no 
difference in the growth curves of the guinea-pigs on the two 
diets being noticeable. The muscle tissues of the rat could not 
with one excepti(Hi be fed at an intake high enough to effect a 
cure in the scorbutic guinea-pig. In one case when the intake 
of the muscle extract reached the equivalent of from 65 to 95 
grams per day the scurvy symptoms were somewhat improved. 
The water extract of frrah fish muscle tissues equivalent to 35 
grams of the tissue proved incapable of curing scurvy. 

These results are thought to indicate the need for the anti- 
scorbutic vitamin in the nonnal metabolism of the rat, thus 
confirming the conclusions of Harden and Zilva and of Drum- 
mond, and to suggest the possibility that the rat is capable of 
synthesisii^ this substance. Other possibilities suggested and 
(Uscussed are the utilization by the rat of tmdemonstrable 
amounts of the antiscorbutic substance in the food or of a fwm 
not available to the guinea-pig. 

Oeoumnoe and Properties of Vitamin in Foods of Vege- 
table Oi^in. 

Impetus to a systematic stu*^ of the occurrence of the anti- 
scorbutic vitamin in food materials and its stability imder dif- 
ferent treatment was given by the tremendous problem of civilian 
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and army rationing during the World War. In apite of a better 
understanding of preventive and curative measures, scurvy 
played an important r6le in the nutrition of the troops, particu- 
larly on the Eastern front, and also in the civilian population 
of central and eastern Europe during and after the war. 

A striking illustration of the relationship of beriberi and 
scurvy to particular dietary deficiencies is afforded by the reports 
of Willcox (1917, 1920) wid of Hehir (1919, 1919a), of the out- 
breaks of beriberi in the British troops and scurvy in the Indian 
troops in Mesopotamia in 1915 and 1916, particularly during the 
siege of Kut-el-Amara. Hebir reports that during this siege 
there were about 1050 cases of scurvy, all but one of which were 
in the Indian troops, while beriberi appeared among the British, 
and not among the Indian troops. 

The high incidence of scurvy among the Indian troops and 
almost complete absence of it among the British troops is traced 
to the use by the latter of fresh meat toward the end of the 
siege when the bullocks, horses, and mules were killed to eke 
out the diminishing food supplies. The Indiana who did not 
overcome their scruples against eating horseflesh were the worst 
sufferers from scurvy. In the last period of the siege, although 
the men were rapidly losing weight on a starvation diet, the 
disease declined coincident with the use of about 3 ounces per 
man per day of green herbs collected from the plains. It is 
emphasized that fresh meat alone without vegetables will not 
indefinitely postpone scurvy but seems to delay its appearance. 
An increase in the meat rations for the Indians and the develop- 
ment of vegetable gardens for the stationary troops caused acurvy 
practically to disappear from Mesopotamia. Willcox in cota- 
menting on this same outbreak attributes the greater immunity 
to acurvy of the white troops in part to the slight antiacorbutic 
value of the fresh meat which they consumed and in part to 
the fact that they had previously been accustomed to a varied 
diet containing ample antiscorbutics whereas the previous food 
habits of the Indian troops had resulted in their being in many 
cases ah-eady on the border-line of scurvy. While the fresh meat^ 
was believed to have undoubted value it was o( course here, as 
in much other experience, recognized as being but a poor anti- 
scorbutic 

The occurrence of beribm among the white troops and com- 
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plete absence of it ia the Indian troc^s during the same siege 
is attributed chiefly to the use of ration biBcuita or white bread 
by the former and atta (flour containing the wheat embryo) by 
the latter troops. One of the measures taken to improve the 
dietary of the British troops was the incorporation of 25 per 
cent of atta in the bread. 

The urgent need of more exact knowledge of the antiscorbutic 
values of foodstuffs of practical war-time utility led to a sys- 
tematic survey (principally at the Lister Institute, London, and 
simultaneously to a lesser extent in other laboratories) of the 
commoner foodstuffs with respect to their relative value as anti- 
scorbutics, and to studies of methods of stabilising and concen- 
trating the vitamin for practical use. 

The methods used at the Lister Institute for testing anti- 
scorbutic values were essentially a development of those of Hoist 
with the exception that a daily ration of. 60 cubic centimeters of 
milk autoclaved at 120° C. for one hour was added to the basal 
ration of oats and bran. This addition was found to improve 
greatly the general condition of the guinea-pigs without greatly 
influencing the onset of scurvy. In view of later findings it ap- 
pears (Hess, 1920) that small but varying amounts of the anti- 
scorbutic vitamin may remain in such autoclaved milk which 
would detract somewhat from the exact quantitative value of 
the results. 

Fmits and fmit Juices. 

A study by these methods of the relative antiscorbutic values 
of the juices of limes and lemons (Chick, Hume and Skelton, 
1918a) led to the conclusion that lemon juice is about four times 
as rich in antiscorbutic vitamin as is Ikne juice, and that pre- 
served lime juice is not to be depended upon for prevention of 
scurvy. These results are of interest in view of the traditional 
use of "lime juice" as an antiscorbutic. Histcwical investigation 
(A. Henderson Smith, 1918) indicated that the actual material 
to which the term lime juice was applied was frequently the juice 
of lemons and not of limes and that it was really to lemon juice 
that the practical elimination of scurvy from the British navy 
and merchant marine had been due. As a striking metance of 
this the case is cited of two British expeditions mto the Arctic, 
that of tiie Investigator in 1850 which reported wonderful im- 
munity to scurvy throughout two years of privation during which. 
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bovever, lemon juice was available as antiscorbutic and that of 
tiie Alert and the Discovery in 1875 which used lime juice and 
had trouble with scurvy before the end of the Erst winter. 

Harden and Zilva (191Sa) selecting lemon juice as a con- 
venient material for studying the concentration of the anti- 
scorbutic vitamin, found that the liquid remaining when citric 
acid bad been precipitated from the juice by the addition of 
calcium carbonate appeared to contain most if not all of the 
vitamin. The method used was as follows: To the fresh lemon 
juice was added with constant stirring an excess of precipitated 
calcium carbonate followed by two volumes of absolute alcohol. 
The mixture was then filtered, the residue pressed in a hand 
press and the liquid thus obtained filtered; the filtrates were 
combined, evaporated in vacuo at 36° C. to remove all alcohol, 
and made up to the original volume with distilled water. The 
solution thus obtained, which is sometimes referred to as "treated 
juice," was yellow, acid to litmus, sweet to the taste and lemon 
flavored. This liquid showed some deterioration after storage 
in the cold for about a fortnight and marked deterioration on 
evaporation at 30° to 40° in vacuo. If, however, the treated 
juice was slightly acidified by the addition of citric acid and then 
evaporated in vacuo at 30° to 40° as before, a residue of high 
antiscorbutic potency was obtained. 

By the use of this preparation it was possible to feed larger 
doses of antiscorbutic than in the form of oidinary foods. The 
administration of liberal doses of treated lemon juice previous 
to depriving guinea-pigs of the antiscorbutic factor did not seem 
to prevent nor delay the onset of sciurvy, thus indicating that 
the antiscorbutic vitamin is not stored in the body. Since, how- 
ever, the observations of Parsons (1920) have led her to suggest 
that storage in the body may be an important reason for the 
apparent differences in requirement in different species, it would 
be premature to generalize broadly on this point. The treated 
juice not only proved potent as an antiscorbutic for guinea-pigs 
and monkeys (Harden and Zilva, 1918a, 1919) but brought 
about prompt recovery from scurvy in children seven montiis 
to one year old (Harden, Zilva and Still, 1919). The rapidity 
of recovery was attributed to the fact that it was foimd possible 
to give the antiscorbutic In amounts equivalent to the juice of 
from 6 to 12 lemons daily without any gastro-iotestinal dis- 
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tutbances, even in the case of childreD less than a year old. 
These authors consider that, if any evidence were still needed 
of the essential identity of human scurvy and the experimental 
scurvy of the guinea-pig, the parallelism of results obtained with 
this preparation representing only a fraction of ihe juice of the 
lemon would now leave little room for doubt as to the bearing 
uptm human scurvy of results obtained in experimental scurvy 
with monkeys and guinea-pigs. 

The "treated" or "decitrated" lemon juice has since been used 
to a considerable extent as a prophylactic and therapeutic meas- 
ure and also in experimental work on the antiscorbutJc vitamin. 

Another concentrated preparation of lemon juice has been 
recently described by Bassett-Smith (1920). The fresh juice is 
filtered through muslin and then throu^ filter paper under 
reduced pressure. The filtered juice is evaporated in vacuo over 
sulfuric acid at ordinary temperature and the sirupy residue 
made into as stiff a paste as possible with a mixture of 97 per 
cent anhydrous lactose and 3 per cent gum tragacanth. The 
paste is cut into sections, each containing the juice of half a 
lemon. These are then rolled and pressed into the shape of 
lozenges. Eb^riments are reported in which these tablets were 
used both for the prevention and for the cure of scurvy in guinea- 
pigs with excellent results, one-fifth of a tablet, equivalent to 
4.8 cubic centimeters of fresh lemon juice, representing the mini- 
mum preventive dose. It is estimated that one tablet, the 
equivalent of half a lemon, would be ample as a daily dose to 
prevent scurvy in adult human beings. 

As Uiese tablets have been found to retain their antiscorbutic 
properties for over a year when stored at room temperature 
(Bassett-Smith, 1920a, 1921) they afford an antiscorbutic of 
small bulk eminently suited for long voyages. Macklin and 
Hussey (1921) state that the antiscorbutic substances used on 
board ship in the Shackleton polar expeditions include lemon 
juice concentrated by this method but not made into tablets, 
while for sledging conditions lemon juice tablets are used. 

Harden and Zilva (1918) also made use of orange juice in 
their studies of the behavior of antiscorbutic substances. On 
treating a mbcture of^utolyzed yeast and orange juice witii 
various adsorbents and testing the filtrates on polyneuhtio 
pigeons and scorbutic guinea-pigs, they found that while fuller's 
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earth and dialyzed iron adsorbed almoat all of the antiDeuritic 
vitamin, such treatinent did not afifeet the antiscorbutic activity. 
Similarly, orange juice did not loae its activity on filtration 
tiiro\^h a Berkfeld candle. 

Harden and Zilva {1918d) alec studied the susceptibility of 
the antiscorbutic substance to alkalinity by experiments upon 
guinea-pigs receiving oats, bran and autoclaved milk with meas- 
ured addenda of orange juice which was fed in some cases fresh 
and unchanged, in other cases neutralized immediately before 
feeding, while in still other cases the juice was made alkaline 
and allowed to stand for some time before being fed. Of freshly 
expressed orange juice, from 3 to 5 cubic centimeters was always 
sufficient to keep guinea-pigs in good condition and free from 
any symptoms of scurvy. Three guinea-pigs receiving respec- 
tively 3, 5, and 7 cubic centimeters of orange juice which bad 
just been rendered neutral to pbenolphthalein were also protected 
from scurvy. On the other hand, doses of 3, 6, and 7 cubic centi- 
meters of an orange juice which had been made twentieth-normal 
alkaline by addition of sodium hydroxide and then allowed to 
stand 24 hours in a cold room before feeding did not protect. 
That this was due to destruction of the antiscorbutic vitamin 
and not to any effect of the alkali upon the animal was sbown 
by the fact that the results were unchanged when the juice which 
had been thus treated was reacidified immediately before being 
fed. In a final experiment to test the effect of less drastic treat- 
ment, the juice was made fiftieth-normal alkaline by addition 
of sodium hydroxide and later in the same day fed in doses of 
3, 5, and 7 cubic centimeters respectively to three guinea-pigs. 
All died of scurvy, though not so quickly as those receiving the 
basal diet only, showing that a considerable part but not all of 
the antiscorbutic vitamin was destroyed by this treatment. 

Hess (1918c) reported that orange juice, boiled and slightly 
alkalinized, constitutes an excellent antiscorbutic agent for intra- 
venous use in infantile scurvy, but in such eases the juice should 
be used immediately and not kept in the alkaline condition. In- 
stability of the antiscorbutic vitamin to alkali was demonstrated 
by Hess and Unger (1919) who found in their clinical experience 
that modified milk mixtures containing malt soup were especially 
prone to bring about scurvy in infants. On investigation th^ 
was traced to the practice of adding alkali to the malt soup 
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and thua with it to the food mixture where it exerted a deleteri- 
ous effect upon the antiBcorbutic vitamiu of the milk. This waa 
demonstrated (1) by curing a child (whose Bciu^ had evidently 
been brought about in this way) by simple omiBgion of the alkali 
from the formula used in modifying the milk, and (2) by experi- 
ments upon guinea-pigs. 

Hess and linger (1918a) in a study of guinea-pig scurvy 
reported that orange juice lost some of ita antiscorbutic power 
after stori^ in a refrigerator for three months, that the anti- 
scorbutic substance of orange juice could be extracted with 95 
per cent alcohol, and that orange peel after being dried and kept 
dry for three months still showed antiscorbutic properties. 
Prunes seemed in their experiments to have no value as an anti- 
scorbutic, and the question naturally suggests itself whether the 
practice of dipping prunes in alkaline solution in connecti(»i 
with the drying process is the cause of their deficiency in vita- 
min C. 

Harden and Robison (1919a) showed that the antiscorbutic 
substance in orange juice is not volatilized nor largely destroyed 
when the juice is distilled at 40° C. under reduced pressure. The 
solid residue obtained by this process was found to have strong 
antiscorbutic properties which were not appreciably diminished 
on keeping the substance in a dry atmosphere at room tempera- 
ture for six months. 

Lime juice concentrated in the Kestner evaporator under 
reduced pressure was found to retain nearly all of its antiscor- 
butic value, though the acidity of the concentrated juice rendered 
it rather unsatisfactory in the guinea-pig experiments. Apple 
juice concentrated in the same manner to about one-sixth of its 
original volume formed a soft palatable jelly of distinct anti- 
scorbutic properties, although not so valuable an antiscorbutic 
as the dried orange juice. 

The general use of fruit jellies prepared by this or similar 
processes is recommended as a substitute for ordinary jams or 
jellies wherever there is reason to suspect that the diet is defi- 
cient in the antiscorbutic vitamin. 

Later (Harden and Robison, 1920) samples of dried orange 
juice prepared as described above were tested for antiscorbutic 
potency after having been stored in a desiccator at room tem- 
perature for nearly two years. Complete protection from scurvy 
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was afforded guinea-pigs weighing about 300 grams by a daily 
ration of 0.5 gram of the dried orange juice equivalent to about 
4.6 cubic centimeters of the raw juice. Similar samples of dried 
juice (1921) lost about 50 per cent of their antiscorbutic prop- 
erties after storage in a dry atmosphere at 29° C. for 15 months. 

Qivens and McCIugage (1919a) dried orange juice in two 
different ways as follows: 

For one product, the juice was expressed from the oranges 
and strained through Beveral layers of cheese cloth until a clear 
filtrate was obtained. This was concentrated to about two- 
thirds the original volume by heating in a drier at from 55° to 
60° C, using 100 cubic centimeter portions in small shallow 
dishes. Soy bean flour, previously heated under 20 pounds pres- 
sure for one-half hour, was then added in the proportitm of 12 
grams to 100 cubic centimeters of the original juice and mixed 
thoroughly. The mixture was kept in the drier at from 55° to 60° 
until thoroughly dried, the whole process requiring about 50 
hours. In this case the antiscorbutic vitamin was largely but not 
entirely desteoyed. 

For the other product, the juice was dehydrated by a com- 
mercial process employed for making milk powder. The juice 
was pressed from the oranges, strained, mixed with com sirup, 
and dried by spraying into a chamber kept at from 75° to 80° C. 
In this process the juice was dried abnost instantaneously and the 
product was actively antiscorbutic. The authors therefore 
recommend that in drying the juice, the temperature used should 
not bo unduly high and the time of heating should be short. 
Juice so dried aa to retain its antiscorbutic power was still active 
after three months and has later (Givens and Macy, 1921) been 
found to be active after from 14 to 20 months. 

Further studies of the juices of the orange, lemon and lime 
have recently been reported by Davey (1921). The Tninimnm 
daily doses of the three citrus fruits needed to protect the guinea- 
pig from scurvy were established as lemon and orange 1.5 cubic 
centimeters, and lime 5 cubic centimeters. These values were 
used as a basis for comparing the antiscorbutic properties of the 
juice of oranges and lemons kept for varying times at different 
temperatures, alone, with the rind oil, and in the case of lemon 
juice with the addition of sodium sulfite. Preservation with 
sulfite appeared to be satisfactory at low temperatures, uucer- 
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tain at room temperature, and unsatiafactory at 37* C. Pres- 
ervaUon with the rind oil waa aatisfactory and reliable at about 
0° C. and room temperature, but unsatiBfactory at 37°. Experi- 
menta on the preservation of oranges and lemona in cold atorage 
were not particularly satisfactory on account of the fact that 
the fruit did not keep well in these particular cases for any 
length of time, but the results indicated that the antiscorbutic 
property was not seriously diminished so long as the fruit 
remained edible. 

Orapea appear to have received surpriaingly little attention. 
Chick and Rhodes (1918) report that scurvy developed in three 
of four guinea-pigs receiving 20 grams each of grapea daily. 
This would therefore appear to approximate the minimum pro- 
tective allowance and to indicate that the concentration of vita- 
min G in grapes is about one-tenth as great aa in orangea. Givens 
and Macy (1921) state that grape juice dried by the spray 
process shows no antiscorbutic properties. 

The tomato, while ordinarily referred to as a vegetable, is 
more properly a fruit and may well be conaidered at this point 
because of the similarity of tomato juice to orange juice aa an 
antiscorbutic. Hess and linger (1918) called attention to the 
importance of tomatoes, whether fresh or canned, as antiscorbu- 
tics and showed Uiat canned tomato juice ia a very efficient, read- 
ily available, and inexpensive antiscorbutic which may be used in 
the same manner and with practically the same results aa orange 
juice, even in the feeding of infante. Hess (1920) says; "In our 
experience there is no contra-indication to the giving of orange 
jui<^ or of strained canned tomato, the two antiscorbutics with 
which we have had a large experience, to babies one month of 
age or even youi^er." And again "Tomatoes . . . are regarded 
with suspicion amoimting almost to superstition by mothers and 
nurses as a food for children. In spite of this fact, it may be 
stated without hesitation that they are fully as well borne by 
infants a few weeks or months of age as orai^e or lemon juice. 
. . . Hie dose is two tahlespoonfuls for babies over three months 
of age. The tomatoes are merely atraiaed through a colander 
and warmed (not cooked). To illustrate their innocuous char- 
acter, it may be added that as much as 6 and 8 ounces a day 
of tills juice have been given to a baby under one year of ^e 
without producing untoward symptoms. This antiscorbutao 
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should have a wide applicability, especially in the United 
States." 

It 13 probable that the antiBcorbutic property of the canned 
tomato has been a factor (even though not consciously recc^- 
nized) in the popularity of this food among, for example, the 
city poor as well as among those economically able to command 
a more diversified diet. A similar significance may be attached 
to the provision introduced into the United States Army B^ula- 
tious in 1895 permitting requisition of canned tomatoes, "in lieu 
of an equal quantity of potatoes not exceeding twenty per cent 
of the total issue." Hess records (1920, p. 231) his inability to 
ascertain whether or not the canned tomatoes were thus pro- 
vided for specifically as an antiscorbutic. 

Lai^y no doubt on account of their natural acidity, to- 
matoes may be canned without apparent loss of antiscorbutic 
value, and may even retain a relatively high antiscorbutic value 
after dryii^. 

Givens and McClugage (1919) found that when 1 gram of 
dried tomato which had not been heated above 40° C. was fed 
per guinea-pig per day no scurvy developed. Since this may 
have been considerably more than the minimum necessary for 
complete protection, these experiments show clearly that to- 
matoes may retain a considerable amount of antiscorbutic vita- 
min after drying; but do not indicate what proportion of the 
vitamin originally present may have been destroyed by the 
drying process. 

In the experience of Hess and Unger (1918), 4 cubic centi- 
meters, and in that of Sherman, La Mer and Campbell (1921), 
3 cubic centimeters daily of canned tomato juice was found to 
afford the guinea-pig complete protection from scurvy. In 
tomato juice of natural acidity, the antiscorbutic vitamin was 
found to be fairly stable to heat, boiling for one hour destroying 
only about one-half; and boiling for four hours destroying only 
about two-thirds of the vitamin originally present. When the 
acidity was partially neutralized, and still more when the t<Hnato 
juice was rendered alkaline, the destruction of the vitamin by 
heat became more rapid (Sherman, La Mer and Campbell, 1921). 
The rate of destruction of the antiscorbutic vitamin of tomato 
at different temperatures and concentrations of hydrc^en ion will 
Ik referred to agaiq in connection with the summary of physical 
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and chemical im>pertie8 of vitamin C toward the end of this 
ohapter. 

Berriea are much sought as antiBCorbutics in Northern r^ons 
but appear to have been little studied. Hoist and Frolich (1912) 
report raspberries and cloudberrieB to be good antiscorbuticB 
and state that their juices can be boiledj camied and kept for 
months with relatively little loss of antiscorbutic potency. 

In Bo far as comparisoD can be attempted on the basis of 
present knowledge it would appear that citrus fniite and acid 
berries show higher antiscorbutic value than those fruits which 
are more starchy or richer in sugar, and the latter if dried before 
being sent into commerce and then handled without refrigera- 
tioo naturally lose more ot less of whatever antiscorbutic pot«icy 
tiiey originally possessed. 

Lewis (1919) mvest^ted the antiscorbutic value of the 
banana by teats upon young guinea-pigs weighing about 300 
grams. The amount required for the prevention of scurvy was 
found to vary with the adequacy of the basal diet. Guinea-pigs 
on an exclusive diet of banana were protected from scurvy but 
were unable to maintain body weight and did not live longer 
than 20 to 30 days. Banana in excess of 25 grams per guinea- 
pig per day as a supplement to rolled oats was adequate to 
protect against scurvy but this diet did not give normal growth. 
A diet of autoclaved oats, bran, milk, casein, and salts was tried 
in order that the basal diet might be adequate in all respects 
except for antiscorbutic. With this basal diet from 10 to 15 
grams of banana per guinea-pig per day proved adequate both 
for growth and for the prevention of scurvy. From this the 
conclusion was drawn that a lower amount of antiscorbutic was 
required when the basal diet was otherwise adequate. This is 
doubtless true and is an important fact to bear in mind in the 
interpretation of experiments upon the antiscorbutic properties 
of different foods. In this case, however, it seems probable that 
the milk used in the basal diet, although dried in the prepara- 
tion of the food mixture in the laborat<»y, may very likely have 
furnished some antiscorbutic as fed, in which case the results 
obtained on this basal diet may have been somewhat unduly 
favorable to the estimate of the antiscorbutic value of the 
banana. 

A recent report of Givens, McClugage and Van Uorne {1921) 
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states that 10 grame of raw banana or apple provided sufficient 

vitamiD C for the prevention of scurvy in the guinea-pig. 

Chick, Hume and Skelton (1919) were led to investigate the 
value of aorOB Indian dried fruits tiu-ough the fact that these 
foods enjoyed the reputation of antiscorhutics in India and have 
been relied upon to some extent by native Indian troche. The 
fruits used in this investigation were tamarinda, cocum and 
mango. Specimens were obtained from India and experiments 
were performed upon guinea-pigs according to the usual methods 
of these English investigators. A basal diet consisting of oats 
and bran with 60 cubic centimeters autoclaved milk per animal 
per day was used. The fruit to be tested was fed in addition to 
this diet. As the animals would not eat the food in its original 
form, it was made into a thick syrup and fed by means of a 
syringe. The quantities thus fed were equivalent to 3 to 5 
grams of the dried food per animal per day which quantities 
showed antiBcorbutic effects but did not suffice for complete pro- 
tection. The conclusion was drawn that dried tamarinds, cocum 
and mango posses significant but not large quantities of the 
antiscorbutic vitamin, that weight for we^t these fruits are 
superior to carrot, cooked potato, or raw meat juice, but greatly 
inferior to raw cabbage, germinated pulses or the juice of Swed- 
ish turnips, oranges or lemons. 

Koots and Tubers, Bulbs, Stems and Leaves. 

Among v^etables, raw greens and some of the roots and 
tubers enjoy high reputation as antiscorbutics. 

The Swedish turvip, rutabaga or "swede" has been studied by 
Chick and Rhodes (1918) who found that the juice obtained by 
filtering the freshly grated pulp through a muslin bag approxi- 
mated orange juice in antiscorbutic potency. A daily ration of 
2.5 cubic centimeters of this juice fully protected a guinea-pig 
against scurvy while to afford approximately the same amount 
of protection required about 20 cubic centimeters of carrot juice 
and still more of beet juice. Raw "swede" juice has therefore 
been widely advocated by the English workers as an inexpensive 
source of vitamin C particularly in infant feeding. 

Carrots have been studied by Hess and Unger (1919) who 
find -a distinct difference in the antiscorbutic properties of old 
aa compared with fresh young carrots particularly after cooking. 



DigitzfidbyGOOgIC 



VITAMIN C 123 

It was found that while 35 gramB of old carrote were sufficient 
to protect a guinea-pig from scurvy when fed raw, after cooking 
for three-quarters of an hour their addition to the dietary proved 
insufficient for protection. In a parallel test with fresh young 
carrots 25 grama proved adequate for complete protection even 
after cooking. .It is pomted out that in such cases as this the 
fresh young vegetable may have a double advantage over tiiose 
which are older and tougher, since in the first place the younger 
or fresher specimens may be richer in antiscorbutic vitamin to 
start with and as the older, tougher vegetables require more pro- 
longed cooking they are apt to experience a greater loss of anti- 
scorbutic during the cooking process. 

HesB also points out (1920, p. 160) that the loss of anti- 
scorbutic value in the boiling of carrots is due to destruction 
and not merely to extraction of the antiscorbutic vitamin since 
the water in which the carrots had been cooked walB found by 
feeding experiments to have little if any antiscorbutic value. 
This is in contrast to observations showing considerable amounts 
of vitamin B in the "water" of cooked or canned v^etables. 
The difference is probably due to the greater susceptibility of 
the antiscorbutic vitamin to heat, which would result in its 
destruction rather than its accumulation in the boiling water 
surrounding the cooking vegetable, whereas the equally soluble 
and more stable vitamin B would accumulate in the cooking 
water to a much larger extent. Less easily understood is the 
further finding by Hess that the acidulation of the cooking water 
with vinegar did not reduce the loss. Foods naturally acid seem 
always to retain their antiscorbutic property relatively well 
under heat treatment, while attempts to conserve the antiscor- 
butic vitamin of other foods by addition of acid seem to give 
variable results. 

Largely as the result of hie experience with carrots, Heea 
(1920, pp. 160, 161) lays much emphasis upon the view that 
vegetables must be expected to vary considerably in their con- 
tent of antiscorbutic vitamin according to their freshness and 
age. While young carrote were much superior to old carrots 
in antiscorbutic value, he found that slightly green tomatoes 
cfmtained less antiscorbutic vitamin than did those which were 
fully ripe. 

So far 88 fruits and vegetables are coocemed, our present 
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limited knowledge would eeem to sufffieet tiiat the degree of 
maturity at whicli the freeh food ia most pmed will probably 
approximate that at which it has greatest vitamin value. 

Dried carrotfi were found by Hesa and TJnger to have lost 
antiscorbutic vitamin to a eerioua extent but not necessarily 
entirely. In the quantities which they fed, the carrots which 
had been allowed to age before drying failed after drying to 
prevent scurvy, whereas protection was afforded by an equal 
amount of carrot which had been quickly dried when young 
and fresh. In this connection as well aa elaewhere, Hesa em- 
phasises the view that the length of time during which the vita- 
min is exposed to any unfavorable condition such as heating or 
alkalinity "is in general mrae important than the intensity of 
the process"; and that "too much attention has been paid to the 
degree of the heating process and too little to the more important 
factors — the age of the vegetables, their freahneas previous to 
dehydration, their manner of preservation," 

The emphasis thus laid by Hess upon the importance of tJie 
time factor in problems connected with the destruction or COQ- 
aervation of antiscorbutic vitamin will be discusaed further in 
connection with other experimenta to be deacribed beyond. 

Potatoes while containing the antiscorbutic vitamin in dia- 
tisctly lower concentration than do oranges, lemons and to- 
matoes, are yet of great impcvtance aa antiacorbutica because of 
the quantities in which they are conaumed. Hess (1920) esti- 
mates that in ihe countries of the temperate sone the consump- 
ticm of potatoes ia probably twice that of all other vegetables 
combined and that for this reason our protection from scurvy 
actually rests very largely upon the potato. "Therefore if this 
crop fails scurvy will develop in the spring." Weight for weight, 
cooked potatoes are comparable aa antiacorbutica with apples 
and bananas and have only one-fifth to one-tenth of the concen- 
tration of vitamin C which we find in oranges, lemons and 
tomatoes. According to Hoist and Frolich (1912) 20 grams per 
day of potato cooked by steaming tfx 30 minutes at 100** C. 
fully protect a guinea-pig from scurvy. 

Qivens and Cohen (1918) reported a number of ezperimentB 
with potatoes cooked in different ways and in B<Hne cases dried 
before feeding. From the variable results obtained the authors 
were led to rngsmt the possibility that the factors involved in 
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the des^ction of the autiacoibutic vitamin are not only the 
degree of beat and the duration of the heating but^ alao the 
enzyme content and the reaction of the food being dried. By 
employing a high temperature for a short time, as in the case 
of baked potatoes, the enzymes are destroyed, while at any tem- 
peratm« below 80° C. the enzymes are stitl functioning and may 
perhaps play a rflle in the destruction of the antiscorbutic vita- 
min. 

In a later paper Givens and McClugage (1920a) reported 
further work on the antiscorbutic value of potatoes, raw and 
cooked, fresh and dried. Young guinea-pigs were fed a basal 
8 curvy -producing diet of heated soy bean flour, milk, yeast, paper 
pulp, calcium lactate, and salt, and to this was added 10 grams 
daily of fresh potatoes or its equivalent in the dried or cooked 
product. 

A daily supplement of 10 grams of raw white potato was suf- 
ficient to protect the growing guinea-pigs from scurvy for the 
duration of the experiment, 129 days. While the minimiun pro- 
tective amount of raw potato was not determined, indications 
are that slightly less than 10 grams daily is about the lower limit 
of safety. Cooking the potatoes in water at 100° C. for 15 
minutes caused only a shght reduction in antiscorbutic value, 
while cooking for an hour at the same temperature reduced the 
vitamin content to such an extent that the disease could not 
be arrested by feeding 15 grama daily of the product. Scurvy 
was checked in two animals by feeding 10 grams of potatoes 
cooked in 0.5 per cent citric acid for 1 hour. 

Witii potatoes dried at 35° to 40", death from scurvy was 
slightly delayed by an amount (2.5 grams) equivalent to 10 
grams of the fresh product, while with double tiie amount life 
was prolonged still further. One out of four animals on a daily 
dose of 2^ grams dried at 55° to 60°, and one out of four ani- 
mals on a daily dose of 2.5 grams dried at 75° to 80°, showed 
signs of scurvy at death. On heating at 100° for 1 hour the 
products dried at these temperatures, no protection was secured 
in any case. 

Onions are reported good antiscorbutics by the British Com- 
mittee. See also Shorten and Roy (1919) . 

Sterna such as asparagus and celery would seem to he worthy 
of attention as regards antiscorbutic value but do not seem to 
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have been studied. Rhubarb was shown to possess antisccprbuUc 
power by Pierson and Dutcher (1920). 

Leaves are apparently good antiscorbuticB but only & few 
of them have been studied. Lind gave directions for the use of 
fir tops as antiscorbutic in time of need, and referred to "scurvy 
grass," cress and spinach as foods of known antiscorbutic value. 

Hoist and Frolich (1912) reported cabbage and lettuce as pos- 
sessed of good antiscorbutic properties. Of these the cabbage has 
been much the more ext€nsively studied, doubtless because it is 
quantitatively the most important of our leaf vegetables and 
perhaps in part also because it is so commonly fed to, and so 
readily eaten by, the guinea-pig which usually serves as the ex- 
perimental animal in studies of the antiscorbutic vitamin. 

Reference has already been made to the experiments of Hoist 
and Frolich with raw, cooked and dried cabbage. The work 
of Delf (1918; also Delf and Skeltcm, 1918) indicates that with 
a good basal diet from 1.5 to 2 grams of raw cabbage will 
suffice to prevent scurvy in a guinea-pig, thus pointing toward 
as high a concentration of the antiscorbutic vitamin in the raw 
leaf as in the juice of the orange or lemon and somewhat higher 
than in the tomato. In practice, however, cabbage is probably 
a less important antiscorbutic than tomato both because the 
bulk of fiber in the cabbage tends to limit the amount consumed, 
and because the cabbage loses a much larger fraction of its vita- 
min C in cooking than does the tomato. 

Delf (1918) reported an extended investigation on the anti- 
scorbutic and growth-promoting value of raw and heated cabbage 
as determined by experiments upon guinea-pigs. The basal diet 
used was a mixture of rolled oats and bran ad libitum witti water 
and, in cases where the rations of cabbage were small, with a 
daily supplement of 60 cubic centimeters of milk autoclaved for 
one hour at 120° C. The cabbage was given in the green leaf. 
One gram of fresh raw cabbage was regarded as a minimum 
daily dose for protection of the guinea-pig from scurvy. For 
entirely satisfactory results, however, lai^er quantities were 
generally necessary. In a large number of eiqieriments in which 
the basal ration included 60 cubic centimeters autoclaved milk 
and in which from 1.5 to 5 grams of cabbage were added daily 
to the diet nothing more than incipient scurvy was observed. 
Better results with normal growth and complete absence of any 
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suggeBtion of scurvy were obtained when the allowance of cab- 
bage was increased to 30 grams per day. 

Heating experiments showed the antiscorbutic value of cab- 
bage to be relatively sensitive to temperatures of 60° and upward 
but the temperature coefficient of the heat destruction of the 
vitamin appeared rather low, an increase of 30° to 40° appar- 
ently increasing the rate of destruction only about three fold, 
as shown by the fact that 5 grams of cabbage cooked for one 
hour at 60° was about equal in antiscorbutic value to 5 grama 
cooked at 100° for 20 minutes or to one gram of raw cabbage. 

Applying these results to a discussion of methods of cooking 
vegetables the author pointed out that slow cooking at a low 
temperature is likely to be more deleterious than more rapid 
cocJdng at a high one. In experiments in which cabbage was 
heated at temperatures from 100° to 130° C. the destruction of 
antiscorbutic properties though extensive was less complete than 
would have been expected from the results at lower tempera- 
tures indicating the relatively low temperature coefficient of 
the destructive process above 100° as well as below. 

The prolonged cooking of vegetables in a fireless cooker would 
thu8 be more destructive of vitamin C than actual boiling for 
a shorter time. Contrary to the results of Hoist and Frolich 
with cabbage and of Harden and Zilza with lemon juice, the 
addition of dilute citric acid to the cabbage before boiling did 
not improve the resistance of the cabbage to the destructive 
action of heat. In view of these results and previous observa- 
tions of the instability of vitamin C to alkalinization the author 
concludes that in cooking vegetables it is better to add neither 
acid nor alkali to the water in which they are boiled. 

Delf and Skelton (1918) in experiments similar to those 
just described, found a loss in antiscorbutic potency of more 
than 93 per cent when cabbage was dried at a low temperature 
(60° C.) and stored subsequently for two to three weeks at 
laboratory temperatures. This loss increased with prolonged 
storage until at the end of three months nearly all the protective 
value of the fresh material was lost. By plunging the cabbage 
into boiling water before drying the residual amount of anti- 
scorbutic factor was distinctly greater, indicating that killing 
the cells by heat before drying is beneficial in lessening the 
amount of destruction taking place during drying. 



DigitzfidbyGOOgle 



128 THE VITAMINS 

GivenB and Cohen (1918) found the losses of vitamin C in 
drying to be much more serious for cabbage than for ttnnato. 

Campbell and Chick (1919) studied the antiscorbutic and 
gronth-promoting value of canned vegetables with special ref- 
erence to the vitamin C content. The experiments conatsted 
essentially in estimating and comparing the minimal amounts of 
the vegetables studied (cabbage and string beans) when raw 
and after being canned, which must be added daily to a basal 
scurvy-producing diet in order to protect young guinea-pigs 
from scurvy over a period of three months. The vegetables 
were washed in cold water, blanched, cold dipped and packed 
into lacquered cans, which were then nearly filled with boiling 
water, hermetically sealed and sterilized by eiqraeure to steam at 
100° 0. for one and one-half hours in the case of cabbage, and 
on two auccessive days, or a total period of two and one-half 
hours in the case of the beans. The cabbage was tested two 
weeks, and the beans three months after canning. The conclu- 
sions drawn from this study are summarized as follows: 

"In the process of canning vegetables the greater part of the 
original antiscurvy value of the raw vegetable is destroyed. In 
the case of runner bean pods "(string beans) the loss is estimated 
at about 90 per cent of the original value; in the case of cabbage 
at about 70 per cent of the original value. . . . This loss is pri- 
matily due to the destruction of antiscurvy material occurrii^ 
during the heating involved in the process of canning. A further 
loss may be expected to take place during the period of storage." 

Delf (1920) reported a study of the effect of heating upon 
tiie antiscorbutic values of the juices of the cabbage, the "swede" 
(Swedish turnip), and the orange. When fed to guinea-pigs 
with a basal ration of oats, bran, and 60 to 90 cubic centimeters 
daily of autoclaved milk (the latter furnishing a little anti- 
scorbutic vitamin) the minimal daily dose of the raw juice for 
the adequate protection of young guinea-pigs was about I cubic 
centimeter of cabbage, 2.5 cubic centimeters swede, and 1.5 cubic 
centimeter orange juice, respectively. On beating the juices to 
100° C. for an hour the orange juice did not show any marked 
deterioration of antiscorbutic properties, while it required twice 
the dose of the raw juice in the case of the swede, and at least 
7.5 times the amount of the raw juice of the cabbage to give 
the necessary protection. Only at 130° was any definite deteri- 
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oraticm in the orange juice detected, about twice as much bong 
required as of the raw juice. In Delf's opinion, the differences 
in stability to heat of the three juicea did not appear to be due 
to their hydrogen ion concentration. 

The growth curves recorded in these experiments furnish evi- 
dence that growth is affected by the limitation of the antisccw- 
butic factor in the diet apart from the appearance of definite 
Bymptoms of scurvy and apart from deficiency in the other 
vitamins. 

The stability of the swede and orange juice at temperatures 
above 100° was thought by the author to be due possibly to 
tiie absence of air during the process of heating in the autoclave. 
Later work has shown clearly that the antiscorbutic vitamin is 
sensitive to oxidation so that heating in air tDUfit be expected to 
be more destructive than heating at the same temperature for 
the same time in absence of air. Yet it would be a mistake to 
forget (as some writers now, 1921, seem inclined to do) that 
important losses of vitamin C occur throu^ heat destruction 
in practical absence of oxygen (or even in presence of hydrogen) 
as well as through oxidation. The destruction of antiscorbutic 
vitamin during the drying of cabbage was not prevented by 
carrying out the process in an atmosphere of nitrogen (Ellis, 
Steenbock and Hart, 1921) nor was the destruction of about 
one-half the vitamin C which occurs on boiling tomato for one 
hour prevented by bubbling hydrogen through the solution. 
(La Mer, 1921.) 

Seeds and Seed-pods. 

Sound mature seeds, whether cereals or legumes, are either 
entirely devoid of vitamin C or contain so little of it as to show 
no antiscorbutic value in experimente upon the guinea-pig. 
However, with the sprouting of the seed a development of anti- 
scorbutic property occurs which must mean that the resting seed 
ctmtained s<Hne substance so closely related to vitamin C as to be 
transformed into it in the process of germinatiMi of the seed. 
Fiirst (1012), working in the laboratory of Hoist and Frolich, 
demcmstrated this fact which under war conditions was confirmed 
both by feeding experiments upon guinea-pigs (Chick and Hume, 
1016, 1917) and by successful application in the cure of human 
scurvy (Wiltshire, 1918). 
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Wiltshire (1918) cranpared germinated beans with lemon juice 
ae antiscorbutic for scurvy patients (Serbian soldiers) in a war 
hospital in London. Thirty patients were treated with lemon 
juice and twenty-seven with germinated beans, the two groups 
of patients having been selected ae being in as nearly the same 
condition as possible. Those treated with lemon juice received 
4 ounces of the fresh juice daily. In comparison with those each 
patient in the other group received as his daily allowance of 
antiscorbutic the product resulting from 4 ounces of beans 
weighed diy, soaked 24 hours, germinated for 48 hours at a 
temperature of 60° to 70° C. and then cooked for 10 minutes. 
Of the patients receiving the germinated beans, 70 per cent 
recovered within four weeks as against 53 per cent of recoveries 
within the same length of time among those receiving the lemon 
juice. A better standard of comparison in Wiltshire's report 
was the time required for the return of the gums to normal con- 
dition, which averaged 3.1 weeks for the patients receiving ger- 
minated beans and 3.4 weeks for those receiving lemon juice. 
Judged from either standpoint it is evident that in this case the 
germinated beans were fully as efficient as the lemon juice in 
the quantities used. 

Chick and Delf (1919) tested the antiscorbutic value of 
germinated peas and lentils which had been soaked in water for 
24 hours, and germinated for 48 hours at room temperature. 
These were fed in comparison with the dry peas and lentils to 
guinea-pigs. Like Hoist and Frdlich, Chick and Delf found 
that the dry legumes have some antiscorbutic value since scurvy 
developed only after a longer interval and in a less acute form 
with these seeds than with cereals. The antiscorbutic value 
was ^timated to be increased from 5 to 6 times by germination 
and the germinated peas and lentils were considered to compare 
favorably with many fresh vegetables in antiscorbutic value. A 
daily ration of 10 grams of the fresh germinated seeds equivalent 
to 5 grams of dry weight was found sufficient to prevent scurvy 
in guinea-pigs. Germinated oats and barley were also shown to 
have considerable antiscorbutic value. McClendon, Cole, Eng- 
strand and Middlekauff (1919) have also reported experiments 
demonstrating the antiscorbutic value of germinated barley. 

In the memorandum on the Importance of Accessory Factors 
w, the Food issued by the British Committee on Accessory Food 
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Factors in June, 1919, for the guidance of those engaged in the 
adminiBtratioQ of food relief to famine-stricken districts, the use 
of germinated seeds in the prevention of scurvy is given promi- 
nence. "If fresh vegetables or fruit are scarce or absent, an 
anti-scorbutic food can be prepared by moistening any avail- 
able seeds {wheat, barley, rye, peas, beans, lentils) and allowing 
them to germinate. . . . The seeds should be soaked in water 
for 24 hours and kept moist with access of air for from one to 
three days, by which time they will have sprouted. This 
sprouted material possesees an antiacorbutic value equal to that 
of fresh vegetables and should be cooked in the ordinary way 
for as short a time as possible." The British Committee points 
out that the legume dhall is a staple Indian article of food, and 
had it been known that this could be made an effective anti- 
scorbutic throi^h simple sprouting, the great losses and suffer- 
ing due to scurvy among Indian troops in the Mesopotamian 
campaign might have been avoided. 

Seed-pods have been but little studied, though by analt^y 
to fruits it might be expected that they should show antiscorbutic 
profiertiee in the Efucculent stage of their development. The 
cucumber enjoys the reputation of a good antiscorbutic in Russia 
but does not seem to have been tested by modem methods. 
The immature seed-pod of the string bean has been foimd C(»n- 
parable with leaves and fruits in its content of vitamin C. 
(Campbell and Chick, idl9; Sherman and Campbell, unpub- 
lished data.) Since the string bean with its immature seed 
and the fleshy pod which feeds it are thus relatively rich in 
vitamin C, which disappears as the seed matures but appears 
again when the seed sprouts, it is plainly suggested that in the 
mature resting seed there must be present something which 
plays the part of a "resting stage" or reserve form of the anti- 
scorbutic vitamin — a substance into which vitamin C is trans- 
formed as the seed matures and goes into the resting stage, and 
which in turn is transformed into vitamin C when the seed 
sprouts. The suggestion that vitamin B may be thus related 
to vitamin C has already been noted. Quantitative experiments 
to test this suggestion are much to be desired. 

In this connection it will also be of interest and importance 
to determine whether the soaking of seeds to such an extent 
as sometimes precedes the application of heat in cookery, may 
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result in the develt^ment of any appreciable antiscorbutic 
power. As iodicated above, Chick and Delf (1919) found 
evidence of slight antiscorbutic effects from soaked, but not 
visibly sprouted, legumes. And among the Russian peasants 
there is a belief that their black bread prepared from whole 
grain flour (including the embryo) by a slow process in which 
tiiere is long soaking and an opportunity for considerable enzyme 
action to take place, hss some value as an antiscorbutic, while 
white bread, made from the endosperm on)y and by a quicker 
process, has none. 

Simple infusions of malted (sprouted) grains may possess 
sufficient antiscorbutic vitamin to be an important factor in the 
prevention of scurvy, as is indicated by experience as early as 
that of Captain Cook and as late as that of the South African 
negro labor camps in France during the World War (Hess, 
1920); but Harden and Zilva (19I8e) have shown that modem 
beer is quite devoid of antiscorbutic value. 

Vitamin in Animal Tissues and in Milk. 

In the work of Parsons (1920) previously cited and in other 
investigations it has been made clear that the liver may be 
much richer in vitamin C than the muscles. Thus Parsons found 
that the livers of rats which had been for a long time on "scor- 
butic" food contained enough antiscorbutic vitamin to be readily 
demonstrable in experiments with guinea-pigs, whereas their 
muscles did not, nor could any antiscorbutic effect be obtained 
in parallel experiments in which fish muscle was fed. 

Blood probably also carries more vitamin C than does muscle. 
Hess (1920) suggests that blood may be comparable with milk 
in its vitamin C content. This is not a sufficiently high con- 
centration to make blood transfusion an important means of 
supplying the vitamin to a scurvy patient (Hess, 1920, p. 76). 
In fact the body as a whole seems to have only a very limited 
capacity for storage of vitamin C, Previous liberal feeding with 
antiscorbutic food does not enable guinea-pigs to survive ma- 
terially longer when subsequently placed upon a scorbutic diet 
than do animals which have received merely an ample amount 
for the maintenance of health (Harden and Zilva, 1918b; Hess, 
1920, p. 75) . This is not inccmsistent with the fact that a man 
or animal whose food has been deficient in vitamin C and who 
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is therefore already id a condition of latent scurvy may develop 
the disease more quickly when placed upon a wholly scorbutic 
diet than doea an individual whose previous food supply has 
been normal. It is evident that we must look to the daily food 
supply rather than to any stores carried in the body for the 
antiscorbutic vitamin needed in nutrition. 

Muscle tisBuea, ordinary meats, are so poor in antiscorbutic 
vitamin that attempts to show its presence by experiments upcm 
guinea-pigs have given negative results. Chick, Hiuue and 
Skelton (Hess, 1920, p. 168) found that 10 cubic centimet^v 
daily of raw beef juice failed to protect guinea-pigs. Dutcher, 
Pierson and Blester (1919) were not able to observe any anti- 
scorbutic effect from raw lean beef. fed to guinea-pigs. On the 
other hand, observations upon human scurvy have sometimes 
indicated that meat, if eaten sufficiently fresh, raw or "rare," 
and in large quantities, has an appreciable though small anti- 
scorbutic value. Thus the freah beef and horse meat eaten by 
the British troops in Mesopotamia is believed to have been 
lai^ly responsible for the fact that Uiey did not develop scurvy 
as did the Indian troops serving with them. In 1877 the British 
Arctic Survey Committee reported in regard to the outbreak 
of scurvy in the Polar expedition of 1875-76, that "although the 
scurvy was due to Ihe absence of lime juice from the sledge 
dietaries, meat in large amounts is able to prevent the disease." 
More recently Stefinsson (1918, 1918a) has reported avoidance 
of scurvy during his Arctic explorations by the use of large 
quantities of meat from freshly killed game, this meat being 
usually eaten raw. In view of the fact that ev»i when eaten 
in large amounts meat can be expected to prevent scurvy only 
if eaten raw or nearly so, we must conclude that cooked meat, as 
ordinarily eaten, probably furnishes but insignificant amounts 
of the antiscorbutic vitamin. 

Milk is a much more important source of antiscorbutic vita- 
min than is meat, though as recent experiments have shown, the 
amount of vitamin C in milk may vary considerably with the 
food of the cow. Probably because of this possibility of varia- 
tion some writers speak cautiously of dependence upon milk for 
vitamin C, while Rosenau (1921) emphasizes the statement that 
"Milk is rich in all of the known vitamins." 

While the quantity of milk required to furnish the necessary 
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amount of vitamm C is much larger than the quantity of or&nge, 
lemon or tomato juice, so that it is not rich in vitamin C in the 
same sense as these latter foods, yet Rosenau's characterization 
of milk as rich in all the known vitamins is true in the sense 
that with fresh milk as the sole or chief food, all of the vitamins 
would ordinarily be supplied in abundance. With milk as with 
potatoes it is not so much the concentration of the vitamin C in 
the food as the quantity in which it normally is, and advan- 
tageously can^, consumed which makes it important as an anti- 
scorbutic. Several experiments designed to determme the quan- 
tity of milk required for prevention of scurvy in the guinea-pig 
have been reported. 

Chick, Hume and Skelton (1918) found that with milk as 
sole source of vitamin C, complete protection was secured when 
guinea-pigs were fed an average of 85 cubic centimeters of milk 
per capita per day. On the usual assumption that a baby re- 
quires about five times as much vitamin C as a guinea-pig, this 
result agrees well with the general experience of Hess (1920, 
p. 152) that an infant will receive sufficient antiscorbutic vitamin 
from one pint of fresh milk per day. These estimates apply to 
milk of average or nearly average antiscorbutic value. If the 
antiscorbutic value is materially lessened by heating or aging of 
the milk or by faulty feeding of the cow, more milk may be 
required; and conversely fresh milk from a cow properly fed 
will usually be somewhat richer and may be considerably richer 
is vitamin C than these estimates would indicate. 

Hart, Steenbock and Smith (1919) reported studies of ex- 
perimental scurvy in guinea-pigs the results of which confirmed 
the above conclusions on the quantitative relation of raw milk 
consumption to the development of scmvy. In addition, evidence 
was presented that their samples of commercial evaporated milk, 
commercial milk powder, and milk sterilized for 10 minutes at 
120° C. did not show antiscorbutic properties when used in quan- 
tities equivalent to an amount of raw milk which would prevent 
scurvy in guinea-pigs on a diet of rolled oats and dried hay. 
Since it is now evident that the feed of the cow has much influ- 
ence upon the antiscorbutic value of milk, negative results of 
this character must be accepted only for the conditions actually 
covered by the experiments. 

Canned milks differ greatly as regards their antiscorbutic 
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value, not only because the concentration of vitamin C in the 
original milk ia subject to variation with the feeding of the cow 
as above mentioned, but also because the canning process involves 
very different heat treatment in different cases. Unsweetened 
canned milk (the "evaporated" milk of commerce) depends for 
itfi preservation upon concentration and heat treatment only and 
is given such rigorous heating to ensure against subsequent 
spoilage that the antiscorbutic vitamin is apt to be almost 
entirely destroyed (Hart, Steenbock and Smith, 1919). On the 
other band, milk canned with sugar (commonly called sweet^ied 
condensed, or commercially simply "condensed" milk) is pre< 
served in lai^e measure by the sugar present as well as by the 
concentration of the milk solids, and therefore needs less heat 
treatment. Such condensed milk Hess (1921) finds "to retain 
the larger part of its antiscorbutic factor," and it has also been 
found by Hume (1921a) to contain its antiscorbutic vitamin in 
apparently undiminished amount. 

Milk scalded by being heated rapidly to the boiling point 
over a gas burner and then quickly cooled was found by Bamea 
and Hume' (1919) to retam about one half of its original anti- 
scorbutic value. 

It seems probable that on the average there is also a loss of 
Bomethii^ like one-half of the original antiscorbutio value when 
milk is dried by present-day methods. The report of Coutts 
(1918) to the Local Government Board stating on the basis of 
experience in England, Belgium and France "that scurvy is not 
to be feared" from the use of dried milk in infant feeding, is 
favorably quoted by Hess (1920) who states that in his own 
experience "dried milk not only does not lead to scurvy, but may 
contain sufficient antiscorbutic vitamin to cure this disorder." 
Hess attributes the unfavorable results obtained by Hart, Steen- 
bock and Smith (1919) with dried milk to lack of uniformity in 
the product and suggests that "For milk to retain its antiscor- 
butic value, notwithstanding drying, it must have been rich in 
vitamin before desiccation, it must have been dried quickly, and 
packed within the shortest possible interval in air-tight, prefer- 
ably hermetically sealed, containers. As in relation to the heat- 
ing of milk, so in regard to its drying, it is not the degree of heat 
to which it is subjected which is all-important, but rather the 
associated conditions. The merits of each process will have to 
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be teated individually and perhaps even each particular brand 
of milk." 

In the work of Barnee and Hume above cited acnne evidence 
wae obtained indicating that winter milk was inferior to summer 
milk in antiscorbutic properties, corresponding to the differences 
in the cow's diet at these different seaeons. In this connection 
the su^estion was made that the value of winter milk in this 
respect might be raised if swedes were employed for winter 
feeding in place of mangolds. 

Hart, Steenbock and Ellis (1920) studied the influence of the 
feed of the cow upon the antiscorbutic value of her milk. The 
samples of milk tested included dry feed milk, obtained from a 
herd of 18 cows which had never been fed any fresh vegetable 
tissues but only air-dried roughages and grains; summer pasture 
milk from cows which during part of the day grazed on a timothy, 
blue grass, clover pasture; and winter-produced milk from cows 
fed on dried grains and hays, supplemented in one case by a com 
ulage made from com that had well matured and partly dried 
but had not been frozen, and in another case by a small amount 
of silage and a considerable amount of hybrid sugar mangels. 
Each variety of milk was tested for its antiscorbutic vitamin 
content by feeding it to guinea-pigs in amounts varying from 
15 to 50 cubic centimeters per animal in the case of the summer 
pasture milk and from 15 to 100 cubic centimeters in the case of 
the dry feed milks, the milk in each case serving as a supplement 
to a basal aourvy-producing ration of heated ground alfalfa hay, 
rolled oats, and common salt. 

A daily consumption of 15 cubic centimeters of summer pas- 
ture milk afforded protection against scurvy for 20 weeks to one 
guinea-pig but did not protect completely two others in the same 
group. On increasing the amoimt to 30 cubic centimeters two 
animals out of three were protected, the third developing scurvy 
in 8 weeks. Full protection was secured by the daily consump- 
tion of 50 cubic centimeters of the milk. 

In the case of the dry feed milk 15 cubic centimeters and 30 
cubic centimeters daily completely failed to prevent scurvy, 50 
cubic centimeters delayed the onset but did not afford entire 
protection, and 75 cubic centimeters furnished complete protec- 
tion. The fact that protection against scurvy was ultimately 
.secured with the dry feed milk indicates that the materials fed. 
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although dried and at least a year old, still had some anti- 
scorbutic potency. 

Both varieties of the winter milk above mentioned proved 
only slightly richer in the antiscorbutic vitamin than the dry 
feed milk, complete protection not being secured until 75 cubic 
centjmeters of milk daily had been added to the basal ration. 
The sugar mangel milk was a slightly better source for this 
vitamin than the silage milk. 

Dutcher, Eckles, Dahle, Mead and Shaeffer (1920) have 
experimented somewhat similarly but with the same cows, first on 
winter and then on summer feed. They conclude that 20 cubic 
centimeters of summer milk were superior to 60 cubic centimeters 
of winter milk in antiscorbutic value. It was found that there 
was a tendency for the milk to become poor slowly when the diet 
of the cow is low in vitamin, while the milk tends to become 
rich rapidly, so far as vitamins are concerned, when the cow is 
placed upon a good vitamin-rich diet. 

HesH, Unger and Supplee (1920) have also shown that there 
is much more antiscorbutic vitamin in the milk of cows aa 
pasture than in that of those receiving a ration believed to be 
otherwise adequate but nearly devoid of antiscorbutic substances. 

Thus it appears fully demonstrated that the diet of the milk- 
producing animal is a very large factor in the relative anti- 
scorbutic potency of the milk produced, some samples of milk 
having at least tliree times as much antiscorbutic vitamin as 
others when the only variable factor of importance appears to be 
the food of the cow. 

We have seen tiiat foods of high initial acidity such aa 
tconatoea and orange and lemon juice can be dried and still 
retain marked antiscorbutic value while attempts to cimserve 
vitamin C during the drying of less acid foods such as cabbage 
and potatoes have been less successful. The dryii^ of milk ia 
perhaps more highly developed from the mechanical standpoint 
than that of any other food and since it is nearly neutral in 
reaction and largely used in infant feeding, special interest 
attaches to the question of retention of the antiscorbutic value 
of milk dtiring drying. Some tests of milk dried by various 
ccHumercial processes have shown antiscorbutic value and others 
have not (Hess, 1920; Hart, Steenbock and Ellis, 1921; Jephcott 
and Bacharach, 1921). The tendency has been to ascribe the 
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difference to the mechanical procesa used in drying, but in view 
of the fact that the initial conceatratioD of vitamin C in milk is 
now known to vary rather widely, and the further fact that the 
mechanical devices for the drying of milk are undergoing still 
further development, it is doubtful if the differencea reptrtcd 
should be attributed to the mechanical process alone. The time 
and temperature of heating tf> which the milk is subjected in 
drying depend not only upon the mechanical principle of the 
process but also upon the manner in which it is carried out. 

In our opinion it would be unfortunate if the development of 
the methods for the drying of milk should be prejudiced by too 
great an emphasis upon one or another mechanical feature at tiie 
present time. 



Bqwrted OcenrreQM of Vituuin 0. 

Food Material. Literahare Reference. 

Fiirst 1012. 

Hoist and Frolich 1912; 

Chick and Rhodes 1918; 

Robison 1919; 

Givens, McClugage and Van Home 1921. 

Hoist and Frolich 1912; 

Lewis 1919; 

Sugiura and Benedict 1919; 

Givens, McClugage and Van Home 1921. 

Hoist, 1912; 

Cohen and Mendel 1918; 
McClendon, Cole, Engelstrand, and 
Middlekauff 1919. 



Almonds (sprouted) 
Apple 



Barley (sprouted) 



Beans (q>routed) Fiirst 1919; 

Wiltshire 1918. 
green string Campbell and Chick 1919. 

Cabbage Hoist and Fr&Iich 1912, 1913, 1916, 

1920; 
Cohen and Mendel 1918; 
Givens and Cohen 1918; 
Delf 1918, 1920; 
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Food Material. 
Cabbage 



Cauliflower 
Cloudberries 
Cocmu (dried) 
BandelioD 
Endive 
Grape juice 
Grapefruit juice, dried 
Legume (sprouted) 
LemoD 
juice 



juice tablets 
juice dried 
Lentils (sprouted) 



VITAMIN C 

Literatwt Reference. 
Delf and Skelton 1618; 
Campbell and Chick 1919; 
Ellis, Steenbock and Hart 1921. 
Holet and Frolich 1912; 
Chick and Rhodes 1918; 
Cohen and Mendel 1918; 
Hess and Unger 1919; 
Shorten and Bxiy 1919; 
Zilva 1920; 
Hess 192a 

Bolst and Frolich 1912. 
Hoist and FrSlicb 1912. 
Chick, Hume and Skelton 1919. 
Holat and Frolich 1912. 
Hoist and Frolich 1912. 
Chick and lUiodes 1918. 
Givens and Macy 1921. 
Chick and Hume 1916-17, 1917. 
Hoist and Frolich 1912; 
Chick, Hume and Skelton 1918a; 
Smith 1918; 

Harden and Zilva 1918a; 
Wiltshire 1918; 
Harden, Zilva and Still 1919; 
SteveneoQ 1920; 
Davey 1921; 
Zilva 1921. 

Baseett-SmiUi 1920, 1920a, 1921. 

Givens and Mac^ 1921. 

Furat 1912; 

Greig 1917; 

Chick and Delf 1919. 

Hoist and Fi^Iich 1912. 
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Food Material. 
Lime juice 



Malt, greea 
— extract 

Boup extract 
Mango dried 
Meat juice raw 
Milk, whole raw 



pasteurized 



sterilised 120° C. 

10 minutes 
dried 
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Literature Reference. 
Hoist and FrSlich 1907; 
Frolich 1019; 
Fiirst 1912; 

Chick, Hume and Skelton 1918b; 
Smith 1918; 
Robison 1919; 
Davey 1921. 

McClendon and Cole 1919. 
McClendon, Cole, Engstrand and 

Middlekauff 1919. 
Gerstenberger 1921. 
Chick, Hume and Skelton 1919. 
Wilcox 1920. 
Frolich 1912; 
Funk 1913; 

Chick, Hume and Skelton 1918; 
Cohen and Mendel 1918; 
Barnes and Hume 1910; 
Hart, Steenbock and Smith 1019; 
Hess and Unger 1919a; 
Hart, Steenbock and Ellis 1020; 
Dutcher, Eckles, Dahle, Mead and 

Schaeffer 1920; 
Hess 1920; 

Hess and Unger 1921. 
Frolich 1912; 
Hess and Fish 1014; 
Barnes and Hume 1919; 
Anderson, Dutcher, Eckles and Wilbur 

1921. 
Anderson, Dutcher, Eckles and Wilbur 

1921. 
Nobel 1921. 
Hart, Steenbock and Smith 1919; 

Coutis 1918; 
Winfield 1918; 
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Food Material. LUeratiire Reference. 

Milk, dried Barnes and Hume 1919; 

Hart, Steeniaock and Smith 1919; 
Hess and Unger 1919a; 
HesB, Unger and Supplee 1920; 
Hart, Steenbock and Ellis 1921 ; 
Jephcott and Bacharach 1921. 
sweetened condensed Hess 1921 ; 

Hume 1921a. 
lactic acid milk 



Mongo (sprouted) 
Mulberries 
Oats (sprouted) 
Onions 



juice dried 



Orange peel 



Peas (sprouted) 



Stevenson 19^. 

Santos 1921. 

Hoist and Frolich 1912. 

Cohen and Mendel 1918. 

British Committee Report 1919. 

Shorten and Roy 1919. 

Harden and Zilva 1918, 1920; 

Cohen and Mendel 191S; 

Hess 1918; 

Cohen and Mendel 1918; 

Hess and Unger 1918a, 1919; 

Delf 1920; 

Ellis, Steenbock and Hart 1921; 

Davey 1921. 

Harden and Robison 1919, 1920; 

Givens and McClugage 1919a; 

Harden and Robison 1021; 

McClendon and Dick 1921; 

McClendon, Bowers and Sedgwick 1921. 

Hess 1918; 

Hess and Unger 1918a; 

Hess 1920; 

Cooper, E. 1921. 

Furst 1912; 
Greig 1917; 
Chick and Delf 1919; 
Stevenson 1920. 



DigitzfidbyGOOgle 



142 

Food Material. 
FotatoeB 



dried 

Raspberries 
Rhubarb 
Rutabaga (Swede) 

Seeds (sprouted) 

Sorrel 

Spruce infusion 

Tamarind dried 

Tomatoes 



Turnip 
Turnip, Swedish 
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Literature Reference. 
Hoist and Frolich 1912; ' 

Chick and Rhodes 1918; 
Qivens and Cohen 1918; 
He^ 1920; 

Besssonoff 1921, 1921a. 
Givens and McClugage 1920a; 
Shorten and Roy 1921. 
Hoist and Frolich 1912. 
Piereon and Duteher 1920. 
Chick and Rhodes 191S; 
Delf 1920. 

Chick and Hume 1916-17, 1917. 
Hoist and Frolich 1912. 
Appleton 1921a. 
Chick, Hume and Skelton 1919. 
Hess and Unger 1918, 1919, 1919a. 
Hess 1920; 

Eddy and Stevenson 1920; 
La Mer, Campbell and Sherman 1921; 
Bassett-Smith 1921; 
Givens and Macy 1921. 
Givens and McClugage 1919, 1919a, 

1921; 
Shorten and Roy 1921. 
Hoist and Frolich 1912. 
See Rutabaga. 



QaantitatiTe Ded^rmination and Study of Obemioal Behavior. 
As Hesa points out (1920, p. 173) "For well over a hundred 
years it was generally known that ecurvy could be cured by 
fruita and vegetableSf and yet no further progress was made 
toward a more complete understanding of the value of these 
foodstuffs. . . . Decided advance has been made only in the 
past few years since these foodstuffs have been studied from Uie 
quantitative viewpoint." 
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The be^nninga of our modem knowledge of the quantitative 
detenninaUon of antiscorbutic values, as of so many other 
aspecte of Bcurvy and the antiscorbutic vitamin, are to be found 
in the work of Hoist and Frolich (1912), who made comparisons 
■of the antiscorbutic values of foods by determining whether or 
not certain empirically chosen quantities of foods which they 
fed would suffice to prevent the appearance of scurvy in guinea- 
pigs. They tabulated fully the results of experimental feeding 
with and without the antiscorbutics and made some progress 
toward the standardization of the test animals, but in general 
they fed the foods to be tested only at one level of intake, and 
the basal diet which they employed, consisting usually of oats 
and water only, was de&cient in other respects as well as in anti- 
scorbutic vitamin. 

Cohen and Mendel (1918) devised a new basal ration in the 
form of a "atxy bean cracker" made of cooked soy bean flour, 
cellulose, sodium chloride, calcium lactate, dried brewer's yeast, 
and milk, planned to provide all necessary nutrients except the 
antiscorbutic. They ^owed that experimental scurvy could be 
induced in the guinea-pig at will, and formulated more fully the 
criteria for the reci^;nition of this condition. 

Hess and Unger {1918a) employed chiefiy a basal ration of 
oats, hay and water. This has also been used in some of the 
recent work in other laboratories, alfalfa hay being especially 
advocated. 

Chick, Hume and Skelton, Delf, and other workers at the 
Lister Institute have used a basal diet of oats and bran ad 
libUum with a liberal allowance (usually 60 cubic centimeters 
per guinea-pig per day) of milk autoclaved at 120° for one hour. 
This addition of milk to the basal diet was foimd to result in a 
much better general condition of the animals as would be ex- 
pected in view of tiie extent to which the diet is thus improved 
in its mineral and vitamin A content, and the nutritive eflSciency 
of the protein mixture which the combination of grain and milk 
affords. As He^ points out, however (1920, p. 117), this milk 
still retains a small amount of antiscorbutic vitamin; and from 
the results of other work we know that the amount of vitamin C, 
thus introduced into the bf^al diet which should be free from it, 
while small] is variable and therefore must detract from the 
quantitative accuracy of work in which this basal ration is used. 
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Building upon the experience of previous investigators as 
well as upon the results of their own studies of the above men- 
Uouied basal diets and several modifications- of them, Sherman, 
La Mer and Campbell (1922) have still further developed the 
basal ration to ensure its freedom from vitamin C and its entii« 
adequacy in all other respects. 

The bat<d diet as finally adopted is as follows: 

Oata, sound whole grain, ground in the laboratory 

as needed 59% 

Skimmed milk powder, heated on open trays at 
110° C. until all antiscorbutic vitamin is 
destroyed 30% 

Butter fat, freshly prepared 10% 

Sodium chloride 1% 

100% 

This diet supports excellent growth up to tiie time of the onset 
of scurvy, 

Sound mature oats show no antiscorbutic property when fed 
to guinea-pigs and are eaten readily by them. By using heated 
skimmed milk and fresh butter fat instead of heated whole milk, 
the absence of antiscorbutic vitamin is at least equally well 
ensured and the palatabiiity of the diet and its fat-soluble 
vitamin content are improved. The heat treatment necessary to 
raiBure complete destruction of vitamin O in the skimmed milk 
powder should be determined by each investigator for his own 
material and technique, keeping in mind the likelihood of varia- 
tion in antiscorbutic vitamin content of milk with the season and 
the importance of eliminating this vitamin completely frcon the 
basal ration without subjecting the food to such excessive heat- 
ing as would give it a burnt taste and prevent its beii^; eaten 
readily by the experimental animals. In our experiments, two 
hours heating at 110° C. in shallow trays fr«e!y e^>osed to the 
air of the oven was found to be sufficient, as detemuned by 
controlled feedii^ experiments. After such heatii^; the milk 
powder is of a light buff color. 

The butter fat, prepared by melting butter of good quality at 
tiie lowest possible temperature and freeing frcan water and ctwl 
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by decBOtation and filtration through paper, is intimately mixed 
with the heated milk powder, the salt, and tJie freshly ground 
oats, BO that the constituenta of the mixture can not be separated 
by the experimental animal while eating. The food mixture 
should be kept in a refrigerator in well-filled, air-tight containen; 
freah portions fed daily, and feeding cups thoroughly cleansed 
at least twice a week. Even the slightest incipient rancidity 
may result in failure of the animals to eat the food readily, in 
which case the interpretation of results will be difficult and 
probably of very doubtful value. 

Selection and Care of Experimental Animala. 
The experimental animals should either be bred by the in- 
vestigator or purchased at an early and known age. They should 
be known to be growing at a normal rate. For about a week 
before the beginning of the ei^rimental period they should be 
housed in the experimental cages or pens and fed with the above 
basal ration plus green food, both ad libitum. The eiqwriment 
proper is then begun by simply discontinuing the green food 
with or without the feeding of a measured amount of antiscor- 
butic in addition to the basal ration. Guinea-pigs six to eight 
weeks old and weighing 300 to 350 grams are best used for this 
purpose. Placed at this age and size upon the above basal diet 
with food and water always available they usually eat about 18 
to 20 grams of the dry food mixture per day and continue to 
grow for about 15 days, then lose weight rapidly and die of 
scurvy in from 26 to 34 days after being deprived of antiscorbutic 
food. If the animals are much younger, the results are some- 
what less regular; if much older, they are somewhat less suscep- 
tible, and also less likely to show good growth up to the time of 
onset of scurvy symptoms. 

Symptoms, Survival Period, and Autopsy Findings. 
With animals such as have been described, the first symptoms 
. of scurvy appear after about 12 days on the above basal diet. 
The. nature and sequence of the symptoms has been so fully 
and clearly described by Cohen and Mendel (1918) and by Hess 
(1S20, pp. 135-140) as not to require detailed discussion here. 
Loss of weight usually begins soon after the appearance of the 
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first Bymptoma, though scnne animals begin to lose weight earlier. 
On the first or second day of the experimental period there may 
occur a decrease of body weight due to elimination of bulky 
intestinal contents from the green food of the fore-period. In 
such cases the minimum weight of the first or second day is 
taken as the initial weight of the expenmental period. As an 
accurate weight curve is helpful in the interpretation of resulta, 
each animal should be weighed at least once in three days 
throughout the experimental pe- 
riod. Fig. 6 Bhows the average 
wei^t curve of 10 guinea-pigs 
kept on the basal diet above de- 
scribed. Since the time of reach- 
ing a maximum and beginning to 
S "^ ' ^ lose weight differs with individ- 

*^o| I I \'\'\ I uals, the effect of averaging the 
results ie to blunt the typical 
peak of the weight curve. For 
this reason there is also given in 
Fig. 6 the weight curve of an in- 
dividual guinea-pig which shows 
in pronounced degree the initial 
fall in body weight upon placing 
on the basal diet, followed by 
rapid growth in weight to a 
sharp maximum, then followed 
by rapid loss of weight after the 
onset of scurvy. The weight 
curves in the majority of cases 
may be expected to be interme- 
character between the two curves shown in 
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The survival periods of 15 successive animals kept upon the 
above basal diet only were as follows: 33, 26, 27, 28, 34, 28, 27, 
34, 26, 29, 32, 32, 32, 31, 34 days. At autopsy the findings which 
proved most significant were: looseness of teeth, fragility of 
bones, enlargements and hemorrhages of joints and rib junctions. 
For full description of the pathology of experimental scurvy the 
reader is referred to the monograph of Hess (1920, pp. 122-125, 
129-130.) 
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Quantitative Rating of Severity of Results, 

The results obtained by Sherman, La Mer and Campbell 
(1922) on feeding the above-described basal ration aione and 
with the addition of filtered juice of canned tomatoes in meas- 
ured amounts calculated to the basis of 300 grams of guinea-pig 
were in brief as follows: 

With no antiscorbutic there is good initial growth followed 
by cHiset of scurvy symptoms, cessation of growth and great loss 
of weight before death from scurvy which occurs at 26 to 34 
days. Autopsy reveals in severe form all the typical signe of 
scurvy, notably hemorrhages, fragility of bones, and looseness of 
teeth. (See table below.) 

With 1.0 cubic centimeter tomato juice per day the duration of 
life is prolonged and becomes less uniform than on the completely 
scorbutic basal diet. The animals become lame and stiff before 
death and at death show severe hemorrhages, fragile bones and 
loose teeth. 

With 1.6 cubic centimeters tomato juice the animals usually 
live out the experimental period of 70 to 90 days after which it 
is tmlikely that death from scurvy will occur. Scurvy symptoms 
develop with pain and stiffness in the joints and usually with loss 
in body weight. Hemorrhages and enlargements of rib juoctiona 
may become quite as pronounced as in the previous cases. (Since 
the animals live longer there is more tune for these abnonnalitiea 
to develop.) Fragility of the bones and looseness of teetii are 
less marked than when lees antiscorbutic is given. 

With 8.0 cubic centimeters tomato juice growth after 15 days 
is subnormal and animals show soreness of joints without notice- 
able stiffness. When the animals are killed and examined after 
70 to 90 days on this diet they show hemorrhages but not to a 
pronounced degree. Jaws and teeth appear normal and bones 
usually so. 

With S.O cvbic centimeters or more of tomato juice there ia 
complete protection from scurvy as judged by examinations both 
during life and at autopsy. Growth is fully normal in all animals 
that eat the basal diet well. 

The accompanying table shows the protocols of typical cases 
of guinea-pigs kept on the basal diet alone or with measured 
amounts of tomato juice as antiscorbutic. In all cases the 
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volume of tomato juice as stated in the table ib the amount which 
was fed per 300 grams guinea-pig. Thia reduction of the dosage 
of antiscorbutic to a uDifonn basis of body weight of standard 
animal bae been found to add considerably to the quantitative 
significance of the results. Following the precedent of Hoist and 
Frolicb the severity of autopsy findings such as hemorrhages and 
fragility of bones and looseness of teeth are indicated by — (no 
different from normal), ? (doubtful), tr (trace), and +, ++, 
-|— {-+ i°^ increasing degrees of severity. From this series of 
observations upon animals receiving no antiscorbutic vitamin 
and with different measured amounts up to the amount which 
affords complete protection and permits optimum growth it be- 
comes possible to interpret the symptoms and autopsy findings 
in terms of the percentage of the required amount of antiscor- 
butic which was actually received by the animal in any individual 
case. This means that animals fed on this basal diet and receiv- 
ing some antiscorbutic but not enough for complete protection 
can be given a quantitative rating based on the weight ciure, 
survival period, and severity of the symptoms and autopsy 
findings. Thus, in comparing the antiscorbutic properties of 
different foods or of the same food before and after treatment, 
one is not confined entirely to a comparison of the so-called 
minimum protective doses since the quantitative rating of the 
degree of protection afforded permits comparisons to be made 
upon animals receiving less than the amount required for com- 
plete protection. 

Quantitative Study of Chemical Behavior. 

This method was applied in studying the heat destruction of 
the antiscorbutic vitamin quantitatively, with feeding experi- 
ments to determine how much more of the heated juice must be 
fed in order to get the same result as with a known quantity of 
raw juice. Comparison of the quantities of the two juices neces- 
sary to give the same degree of protection then enables one to 
calculate the percentage of antiscorbutic vitBmin which had been 
destroyed by the heating. 

The last four lines in the table give the results of experiments 
of that kind. Comparing the findings in the case of No. 155 
with results given previously, it was considered that on the 
whole 3.9 cubic centimeters of tomato juice heated for one hour 
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at 100° C. showed practically the same antiacorbutic effect as 2 
cubic centimeters of the unhealed tonaato juice and therefore 
that approximately one-half of the antiscorbutic vitamin of the 
tomato juice had been destroyed by the heat treatment. The 
average of a considerable number of such experiments is prac- 
tically 50 per cent. 

In the next case (No. 181) the animal received 7 cubic centi- 
meters of tomato juice heated at 100° C. for 4 hours. The results 
indicated that this amount of heated juice vas equivalent in 
antiscorbutic value to 2,5 cubic centimeters raw juice, and the 
average of a number of such experiments indicated that heating 
for four houra at 100° resulted in the destruction of about 68 per 
cent of the antiscorbutic vitamin present in the raw juice. The 
results of experiments on Nos. 199 and 130 (notes "c" and "d") 
show results of beating at 60° with, of course, a lower rate of 
destruction than at 100°. 

It is plain that in the same way one may compare the anti- 
scorbutic potency of a measured amount of any other material 
with that of any of the different amounte of canned tomato juice 
representing any degree of protection up to the complete protec- 
tion afforded by 3 cubic centimeters and can thus determine the 
relative amounts of antiscorbutic vitamin in different foods both 
from experiments in which the exact minimum protective dose is 
found and from those in which there is a definite partial protec- 
tion to which a quantitative rating can be given. This method 
possesses the advantage of the method of minimum protective 
doses, and in addition permits the use of a numerical value for 
each individual ei^riment of a series, the average of which 
should yield a more trustworthy result than when only those 
anunals receiving exactly the minimum protective dose are taken 
into account. 

It is believed that the use of the method just described as a 
standard procedure in future studies of the antiscorbutic values 
of foods and of the behavior of vitamin C under different condi- 
tions will both facilitate the performance and interpretation of 
such experiments, and add greatly to the quantitative signifi- 
cance of the results obtained. The method has been used in a 
recent investigation (La Mer, Campbell and Sherman, 1921, 
1922) of the effect of temperature and the cooceatration of 
hydrogen ions upon the rate of destruction of vitamin C. The 
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reatdting time curves for destructicm of the vitamin at 60", 80" 
and 100° C. id aqueous medium of the acidity of Datura! tomato 
juice are shown in Fig. 7 and the chief results of the study may 
be briefly summarised as follows: 

Effect of heating in add solution. In the case of tomato 
juice of natural acidity, pH = 4.3,'it was found that boiling for 
one hour destroyed practically 50 per cent, and for four hours 
practically 68 per cent of the antiscorbutic vitamin present. The 
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time curve of the destructive process is, therefore, much flatter 
than that of a unimolecular reaction or of a reaction proceeding 
according to the square root rule of Schiitz. Similar flattening 
of the time curves of the destruction of the vitamin were found 
also in experiments in which the tomato juice was heated at 
temperatures lower than boiling, viz., at 60" and at 80°. Com- 
parisons of the data obtained at 60°, 80° and 100° show rela- 
tively low temperature coefficients: 

Q„ (60"— 80=) = 1.23; Q„ {80°— 100°) = 1.12. 
Effect oj reduced cancentTation of kyify'ogen tons. In experi- 
meots in which the natural acidity of the standard tomato juice 
was fitst neutralized in whole or in part, the juice then boiled 
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tor one hour and immediately cooled and reacidified, it vas found 
that at pH 6.1 to 4.9 (natural acidity less than half neutralised) 
the deatructioQ during one hour's boiling was increased to 68 per 
cent (as compared with 50 per cent at natural acidity, pH == 4.3) . 
Neutralisation of a larger proportion of the natural acidity in- 
creased the rate of destruction of the vitamin. When alkali was 
added to an initial pH of 11, which fell to about 9 during the 
hour of heating (doubtless because of reaction of the alkali witti 
the Bugara present), the destruction found by feeding of tjie juice 
Uius treated but immediately cooled and reacidified, was about 
66 per cent. 

In all of these experiments the heating was performed in 
cotton-stoppered, narrow-necked flasks from which air was prob- 
ably very largely displaced by water vapor early in the heatii^. 
When the e^qjeiimenta upon heating at 100° were repeated with 
oxygen bubbling through the solution the destruction of the 
vitamin was much more rapid. 

Heating at 100° iw one hour' at pH = 11 to 9 as described 
above, followed by standing for (Hie to five days in stoppered but 
only partially filled bottles in a refrigerator at W C. at an alka- 
limty of only pH = 9, was found to destroy 90 to 95 per cent of 
the antiscorbutic vitunin, as compared with 66 per cent when 
the solution was reacidified after heating. This confirms the 
observations of Harden and Zilva (191Sd) and of Hess and Unger 
(1919) upon the susceptibility of this vitamin to alkalinity even 
at low temperatures. 

Thus while the great instability of the antiscorbutic vitamin 
makes it an unpromising material for attempts at actual isola- 
tion, the development of methods for its quantitative measure- 
ment makes possible the study of its chemical behavior.' 

The chemical behavior of vitamin C, especially as regards its 
susceptibility to oxidation, is under such active investigation at 
the present time (1921) that any attempt at summary is likely 
to be superseded while being written and printed. Five papers 
which have recently appeared have together shown that strong 
oxidising agents such as potassium permanganate and hydrogen 
peroxide destroy vitamin C more or less rapidly even in the cold 
and that aeration at 100° C. rapidly destroys this vitamin when 
present in a medium such as decitrated lemon juice. (Hess, 
1921; Zilva, 1021; Ellis, Steenbock and Hart, 1921; Anderson, 
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Dutcher, Eckles and Wilbur, 1921 ; Dutcher, Harshaw and Hall, 
1021.) From this work some have gained the impresaion that the 
process by which vitamin C ie destroyed is purely oxidative and 
that the sole e£Fect of heat ia to increase the rate of this oxidative 
reaction. Undoubtedly, however, heat destruction as such was 
the chief factor involved in the experimeota of La Mer, Camp- 
bell and Shennan, above described, in which tomato juice at 
natural acidity lost 50 per cent of its antiscorbutic vitamin in one 
hour at 100°, and when rendered faintly alkaline lost about 61 to 
65 per cent under the same heat treatment. 

Hence it appears that vitamin C is quite susceptible to de- 
struction both by oxidation and by heat treatment per te. It 
is quite possible that the heat destruction of vitamin C is of tiie 
nature of an intramcJecular oxidation and reduction such as that 
of the Canissaro reaction. The addition of an external taddiiing 
agent would then tend toward a more rapid and complete de- 
struction of the vitamin as in the experiments mentioned above. 
Of interest in this connection ia the fact that recent preliminary 
experiments by La Mer (1921a) indicate an increased rate of 
destruction on heating in the presence of hydrogen. If further 
work shall show that reduction as well as oxidation increases the 
rate of destruction of the vitamin, the finding will obviously 
favor the view that the vitamm is susceptible to destruction by 
a reaction of simultaneous oxidation and reduction as well as by 
oxidation in the ordinary sense. Further study of this problem 
from the standpoint of quantitative consideration of oxidation 
and reduction potentials and hydri^n ion concentrations should 
yield valuable results. 



Snmnuuy of Physioal and Chemical Properties of Vitamin 0, 

Vitamin C, the antiscorbutic vitamin, is freely soluble in 
water and in alcohol (Hess and Unger) , dialyzes through parch- 
ment (Hoist and Frolich), passes through a porcelain filter and 
is not adsorbed (as is vitamin B) by fuller's earth or Lloyd's 
reagent (Harden and Zilva) . Despite this latter difference the 
similarity of solubilities between vitamins B and C and the fact 
that the latter apparently passes to and from an inactive sub- 
stance in the ripening and subsequent germination of seeds (tbs 
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mature resting seed which lacka C, being particularly rich in B) 
have led to the auggestion that vitamiDB B and C may stand in 
close chemical relationship to each other— a suggeation however 
for which as yet the experimental evidence is but rudimentary. 
Vitamin C is much more readily destroyed than is vitamin B, 
both by oxidation and by heating per se. 

The destruction of vitamin C by beating in water solution is 
a reaction which proceeds at a measurable rate and which has 
been studied quantitatively with reference to the influence of the 
factors time, temperature, and hydrogen ion concentration. 
(Delf ; La Mer, Campbell and Sherman.) Acceding to Delf, the 
* antiscorbutic vitamin is more resistant to heat destruction when 
contained in the cells of the cabbage leaf than when in the ex- 
pressed juice. In the e^qwriments of La Mer, Campbell and 
Sherman upon the vitamin as it exists in filtered tomato juice, 
the velocity of the heat destruction decreased more rapidly than 
it would if the reaction followed either the unimoleculai reaction 
law or the square root rule of Schutx. Empirically the percent- 
age destroyed was found to vary as the fourth root of the time 
of heating. The temperature coefficient of the rate of destruction 
is lower than those of ordinary chemical reactions, for while a 
rise.of 10° C. usually doubles the rate of an ordinary reaction, 
that of the destruction of vitamin B in cabbage was multiplied 
only l^ about 1.3 (Delf) and in tomato juice only by about 1.2 
(La Mer, Campbell and Sherman) . The low temperature coeffi- 
cients and the difference in rate of destruction within and with- 
out the plant cells suggest that the reaction involved in tiie heat 
destruction of the vitamin is of the heterogeneous type. 

The studies of the heat desti^ction with reference to time and 
temperature warrant the general view that for short periods of 
time {one hour or less) the reaction runs rapidly and therefore 
in such cases the lei^tb of time of heating is likely to be a more 
serious factor than the temperature, while tor longer periods 
(four hours or more) the effect of temperature assumes relatively 
greater prcnninence in comparison to time than it does in shorter 
periods. Thus in the experiments with tomato juice, the resulta 
of which are summarized in Fig. 7 above, the destruction of 
vitamin at the end of 30 minutes heatii^ at 80° was about 27 
per cent and at 100° about 30 per cent; whereas at the end of 
four hours beatii^; the difference was much greater, namely £3 
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per ceot at 80° and 68 per cent at 100°. In practice this would 
mean that when a desired effect in cookiog or canning can be 
accomplished much more quickly by using 4 hi(^er temperature 
it will probably be advisable to do so; but that when food is to 
be kept for a considerable time it becomes important frcnn the 
vitamin standpoint that the lowest practicable temperature be 
maintained. Hence the better preservation of "freshness" and 
antiscorbutic value in cold storage than in storage at ordinary 
temperature, and the serious loss of this property when food ia 
kept hot for a long time between cooking and serving. 

The low temperature coefficient of the heat destruction of 
vitamin C, its solubility in alcohol, and its diffusibility, all count 
strongly against the view that the vitamin may be an ensyme- 
like substance. The typical enzymes are much less soluble in 
alcohol and dialyze less readily than appears to be the case with 
the vitamin, and their heat destruction is enormously accelerated 
by temperature, while that of the vitamin is accelerated to a 
surprisingly low degree. It is true that we frequently meet 
definitions of enzymes couched in such broad terms as would 
probably cover vitamins as well, but the difference just men- 
tioned is such as to make it appear fairly certain that typical 
vitamins are substances of considerably simpler constitution 
than typical enzymes. 

Vitamin C is more stable in an acid than in a neutral medium, 
and still less stable when the medium is alkaline. In the above 
mentioned experiments with tomato juice the neutralization of 
lees than half the natural acidity of ihe juice increased the 
destruction of vitamin C which occiured during one hour's boiling 
from 50 per cent to 58 per cent. Even in storage at low tempera- 
tures the loss of antiscorbutic value is much more rapid in a 
food which has been rendered slightly alkaline than in one which 
is distinctly acid. 

Drying and aging often result in considerable losses of vita- 
min C but these losses are probably determined by the factors 
time, temperature, hydrogen ion concentration and exposure to 
oxidation. By sufficient attention to these factors, foods may be 
dried or canned and preserved for months certainly, and doubt- 
less for years with little loss of their antiscorbutic vitamin. 
While it is difficult to dry foods tJiorou^ly without heating, it 
is altogether probable that the subsequent preservaticm of the 
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vitamin C Qot destroyed dtiriBg the drying process ia favored by 
the absence of water. 

The antiscorbutic vitamin is apparently not appreciably 
sensitive to ordinary light (La Mer) . To ultraviolet light also 
it appears to be relatively stable, resembling vitamin B in this 
respect, while vitamin A is relatively sensitive (Zilva). 
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Chapter IV. 

The Pat-Soluble Vitamin— Vitamin A. 

While the coDception of the presence in certain food materials 
of the water-Boluble vitamine B and C developed primarily from 
observatioDB upon disease, the conception of the fat-soluble 
vitamin arose, as has been noted, from the failure to eecure 
normal growth in experimental animals for a long period of time 
on purified food materials furnishing adequate proteins, fats, 
carbohydrates and salts. The plan of studying the nutritional 
needs of animals through the feeding of mixtures of purified food- 
stuffs instead of natural foods had early impressed itself as the 
lexical method of procedure but one beset with difficulties. Voit 
(1881) in his treatise on nutrition in Hermann's Handbuch der 
Pkysiclogie wrote: "Unquestionably it would be best for the 
purpose if one could feed only pure chemical compounds (the 
pure foodstuffs), for example, pure protein, fat, st^ar, starch, 
ash constituents, or mixtures of the same. However, inasmuch 
as men and animals only rarely tolerate continuously such taste- 
less mbrtures, it is necessary in most cases to choose foods aa 
they are provided by nature." Several workers contributed 
links to the chain of evidence of the existence in natural food 
materials of unknown growth-promoting substances as noted in 
the introductory chapter. Lunin's experiments conducted pri- 
marily to determine the significance of certain inoiganic sub- 
stances in nutrition led to the suggestion that milk must contain 
unknown substances indispensable in nutrition. Stepp (1909) 
published the first of a series of experiments concerned with the 
indispens ability of lipoids for normal nutrition. His procedure 
was to feed mice with milk-bread subjected to prolonged extrac- 
tion with akohol and ether for the purpose of removing the 
lipoids. In commenting on the use of this food instead of an 
artificial, synthetic, lipoid-free mixture he stated that, as we had 
no exact knowledge of the materials necessary for life, nutritive 
failure on a "synthetic" ration lacking in lipoids might be attrib- 
157 

DigitzfidbyGOOgIC 



158 THE VITAMINS 

uted not to lack of lipoids but of other unknown substances. 
Stepp found that mice could not live on the extracted bread but 
tiiat if the total extract were fed with the bread normal growth 
ensued. In the light of our present knowledge of vitamins, the 
results obtained by Stepp in his effort to identify the indispens- 
able substances removed from the food materials by extraction 
with alcohol and ether, as reported in this and later studies, can 
readily be interpreted from the known properties of the water- 
soluble and fat-soluble vitamins, both soluble in alcohol and the 
latter in ether and both consequently removed from the materials 
used in his experiments. Unable to identify the removed indis- 
pensable component as any of the known lipoids, Stepp (1911, 
p. 150) called attention to the property of lipoids of influencii^ 
the solubility of other materials to such an extent that they also 
would be removed during the extraction. "So ware es.nicht 
undenkbar dass gemeinschaftlicb mit den Lipoiden ii^endwelcbe 
unbekannte lebenswichtige Stoffe in Losung gehen und dass so 
die Lipoide gewissermassen eu Tragem fiir dieae Stoffe wurden, 
dass mit anderen Worten bei der Entfemung von Lipoiden die 
unbekannten Korper mit enfemt und bei Zusatz von Lipoiden mit 
diesen zugesetzt werden. Ein Hinweis auf eine derartige Mog- 
lichkeit erscheint notwendig, solange es nicht gelingt, die Ver- 
BUche mit chemisch reinen Korpem durchzufiihren." 

The work of Osborne and Mendel during this same period was 
directed largely to the question as to whether normal nutriti<Hi 
could be secured upon a dietary containing a single individual 
protein instead of mixtures of proteins such as normal dietaries 
comprise. They soon came to emphasize also the importance of 
factors other than protein and discovered that mixtures of puri- 
fied foodstuffs which were capable of maintaining for some time 
the life of full-grown rats were unable to support the growth 
processes in young animals. Favorable experiences with milk 
and milk powder led to many unsuccessful attempts to modify 
the inorganic and non-protein ingredients of the diet of purified 
foodstuffs and finally to the use of the so-called protein-free milk 
which was prepared by removing as far as possible by precipita- 
tion and coagulation the proteins from the fat-free milk, evapo- 
rating the filtrate and grinding the residue to powder. This 
material, which was added to the artificial dietaries in liberal 
amounts (about 28 per cent of the total food mixture) , was found 
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to promote rapid growth in rate and was at first thought to solve 
the problem of artificial dietaries. 

Shortly after the publication of Oebome and MeDdel's work 
involving tJie use of protein-free milk, Hopkins (1912) published 
the results of his experiments conducted in 1906 and 1907 on the 
remarkable effect produced in the growth of rats on a diet of 
purified food substances by the addition of small amounts of 
milk or the alcohol-soluble portion thereof. That bis observa- 
tions had at an even earlier date suggested the idea that natural 
food materials contain other essential ingredients than those 
hitherto recc^ined is shown by his statement in 1906 noted on 
page 8. The delay in publishing the remarkable results which 
he had obtained has been explained in a recent note regarding 
his early experiments in which Hopkins (1921) states, "The ex- 
periments which I described in 1912 followed upcm a long expe- 
rience of the effects of adding tissue extracts and especially 
fractionated yeast preparations to purified diets. Looking back 
to one's experience in these years during which startling successes 
were mingled with puzzling failures — failures which led to delay 
in publication — I realize that the absence of all knowledge con- 
cerning the factor associated with fats was the cause of any ex- 
perimental contradictions. Had I possessed the scientific vision 
which afterwards led McColIum and Osborne and Mendel to 
recognize the existence of this, I should have reached full con- 
viction as to the reality of my results long before I did. In the 
synthetic diets employed by me the proteins and the carbohy- 
drates were purified to the utmost, but I used little or no dis- 
crimination with regard to the fate." 

The work of McCollum and of Osborne and Mendel to which 
Hopkins referred appeared almost simultaneously in 1913. Mc- 
Collum and Davie, in the course of a study of the influence of 
the composition and quantity of the inorganic content of the 
ration on growth in the rat, employed rations of purified casein, 
carbohydrates and various salt mixtures and the same rations 
in which part of the carbohydrate was replaced by lard. It was 
found that with certain proportions of the various ingredients 
normal growth of the animals for periods varying from 70 to 120 
days often resulted, while beyond that time little or no increase 
in body weight could be induced, although the animals remained 
in apparently good nutritive condition for some time. After 
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Dumerous attempts to promote further growth by adjustments 
between the various ingredients of the food mixture, it was found 
that resumption of growth occurred quite promptly after the 
introduction into the diet of the ether extract of egg or butter. 
Negative results were obtained with lard and olive oil, thus 
showing that the suspension of growth was not due merely to the 
absence of fat fi'om the diet. The conclusions drawn at this 
time, as taken from the authors* discussion, are as follows: 
"Whether the resumption of growth is the result of supplying in 
the ether extract of egg or of butter some indispensable organic 
complex of the chemical nature of the lipins, or is the result of 
a stimulating action of some substance accompanying the lipins 
can not be decided from the data available. . . . Our observation 
that ether extracts from certain sources improve the condition of 
animals on such rations strongly supports the belief that there 
are certain accessory articles in certain foodstuffs which are 
essential for normal growth for extended periods." Similar con- 
clusions published by Osborne and Mendel (1913) during the 
same summer were arrived at from an attempt to explain the 
great superiority of diets employing milk over purely artificial 
food mixtures or even mixtures containing protein-free milk. A 
mixture of milk powder 60, starch 12, and lard 28 per cent 
proved to be adequate for growth and maintenance while "pro- 
tein-free milk" food consisting of protein in the form of edestin 
or casein 18, starch 26, lard 28, and "protein-free milk" 28 per 
cent failed to support growth for more than about 100 days. The 
essential difference evidently lay in the absence from the protein- 
free milk foods of those components of milk which are separated 
in the process of cen^ufugation. This led to the substitution for 
part of the lard in the protein-free milk food of a corresponding 
quantity of butter fat, a change which brought about prompt 
recovery and rapid growth of the experimental animals and 
which justified the authors in concluding "It would seem, there- 
fore, aa if a substance exerting a marked influence upon growth 
were present in butter, and that this was largely, if not wholly, 
removed in the preparation of our natural 'protein-free milk.' 
Whether or not the latter is wholly deficient in this substance 
can not be determined as yet from any data we possess. It is 
true that young rats are able to make very considerable growth 
when fed on the natural 'protein-free milk' diet, but possibly 
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Fio. 8. — Photojiraph of rat showing effects of diet lack 
Id this case the effects are apparent in the eye, ear, nose, feet and coat. 
See accompanying text and discussion later in this chapter. (Courtesy 
of Doctors Osborne and Mendel.) 
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this is accomplished at the expense of some reserve substance 
stored in the cells of the young animal." The ability of the 
animal body to store the fat-soluble vitamin, thus early suggested 
by Osborne and Mendel, has proven to be a matter of much 
importance. 

Further study by Osborne and Mendel of the influence of 
butter fat on growth, reported later in the same year (1913a) 
showed that the active iDgredient was contained in the clear fat 
fraction of butter, was essentially free from nitrogen and phos- 
phorus and devoid of any ash-yielding material, and evidently 
not destroyed when steam was passed through the melted butter 
fat. In discussing the nutritive superiority of butter fat over 
lard, the authors note at this time that failure at certain periods 
of the year, particularly in the summer months, to secure satis- 
factory growth on dietaries which had proved adequate at other 
times could be averted by the addition of butter fat to the usual 
protein-free milk food mixtures and further that a "type of 
nutritive deficiency exemplified in a form of infectious eye 
disease prevalent in animals inappropriately fed is speedily 
alleviated by the introduction of butter fat into the experimental 
ration." This characteristic eye condition (Fig. 8) will be dis- 
cussed more fully later. Further work of Osborne and Mendel on 
this fat-soluble, growth-promoting substance (vitamin A) showed 
it to be present in cod liver oil, but absent in freshly pressed 
almond oil (1914), and to be present in small amounts in beef fat 
(1915a). When butter fat and beef fat were subjected to frac- 
tional crystallization from alcohol, the active substance was 
found to be concentrated in the mother liquor or oil fractions 
rather than in the fractions containing fats with high melting 
points. Heating butter with live steam two and one half hours 
did not destroy its properties nor did storage in the light or dark 
under ordinary conditions (1915). The butter oil in which the 
growth -promoting substance is more concentrated than in the 
original fat showed gradual deterioration, losing most of its 
potency in a year. 

Meantime McCollum and Davis (1914) had shown that the 
growth-promoting substance in butter was sufficiently stable to 
withstand the saponification of the butter in alcoholic potassium 
hydroxide and that it could be shaken out from the saponified 
material by olive oil. In an attempt to determine whether the 
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gubstance was carried by v^etable aa well as animal fats (1915) 
rats which had been brought to a state of emaciation on a fat- 
free diet of casein, milk sugar, dextrin, agar, and salts were 
brought back to a nonual condition by the substitution of corn 
meal for 50 per cent of the fat-free diet. Similar results were 
obtained with wheat embryo {1916a), but less favorable with 
whole wheat four, rye flour, and oats. Reproduction was not 
secured in any of these experimente. In the following year 
McCoUum, Siuunonds, and Pita (1916b) published results which 
indicated that oils such as maize, cottonseed, Unseed, olive, sun- 
flower seed, and soy bean oils in amounta up to from 10 to 20 per 
cent of the ration do not furnish fat-soluble vitamin in appre- 
ciable amounts. On the other hand, alfalfa and cabbage leaves 
were foimd to be an excellent source of the vitamin. The cereal 
grains, while containing a small amount, were markedly inferior 
to the alfalfa leaves. The authors conclude at this time that 
"the superiority of the forage portion of the plant over the seed 
with respect to its content of the fat-soluble A is of considerable 
interest when viewed in the light of the dietary habits of lower 
animals. Those which consume the forage rations grow success- 
fully from generation to generation on a strictly vegetarian diet, 
while the seed-eating animals, so far as we have been able to 
learn, normally vary their diet to a considerable degree by the 
addition of green leaves, worms, insects, etc." They further con- 
clude from the observation that the ether-extracted residue of 
com meal is more effective in causing growth than 'is com oil, 
that "ether extraction of plant tissue does not remove the sub- 
stance essential for growth which is contained in butter fat. The 
obvious working hypothesis must for the present assume that the 
fat-soluble A is in chemical imion in the plant tissues, and In a 
complex which is not soluble in fat or in ether. In digestion and 
absorption it is set free and being readily soluble in fats, there- 
after accompanies the fata in the animal body." 

That neither vitamin A ntir B could be synthesized by the 
animal was indicated by the failure of rats on diets deficient in 
one or the other of these vitamins successfully to suckle their 
yoimg except through a sacrifice of their own tissue and then 
to only a limited extent (McCoUum, Simmonds and Pitz 1916c). 

In September, 1917, Halliburton and Dnumnond reported io 
detail an extended research dealing with the nutritive values of 



DigitzfidbyGOOgle 



THE FAT-SOLUBLE VITAMIN— VITAMIN A 163 

margarineB and butter substitutes with reference to the fat- 
soluble vitamin, the results of which led them to conclude that 
the only butter Bubatitutea of the many examined which can 
adequately replace butter are the margarines made from the so- 
called "oleo-oil" from beef fat. 

The foregoing sketch attempts to review the literature of the 
fat-soluble vitamin in chronological sequence to the end of 1917. 
Later investigations have proceeded along such divergent lines 
that it seems best to consider them under separate phases i&ther 
than purely chronologically. 



Fhyalcal and Chemical Properties of Vitamin A. 

Lack of knowledge of the properties of the fal^soluble vitamin, 
particularly as regards its solubility, stability and storage, has 
led to much confusion concerning its quantitative distribution in 
food materials. Consequently the earlier literature should be 
studied rather critically from the standpoint of present 
knowledge concerning its behavior under various experimental 
conditions. 

Solubility and extraction. As noted above, an apparent 
difference between the solubility of vitamin A when associated 
with animal fats and when in plant tissues was early reported. 
In association with animal fat it was found to be readily soluble 
in ether and other fat solvents and slightly soluble in alcohol. 
(Osborne and Mendel, 1915a; Drummond, 1919a). It was at 
one time stated by McCollum, Sinmionds and Steenbock (1917) 
that shaking melted butt«r fat with repeated change of water 
removed the active substance from the fat. Attempts by Drum- 
mond to repeat this method of extraction failed and later one of 
the authors responsible for the original statement modified it by 
reporting (Steenbock, 1918) that neither the washed butter fat 
nor the aqueous extract contained the vitamin. In the light of 
recent experiments concerning the stability of vitamin A, it is 
readily seen that the process of repeated shaking of the butter 
fat with hot water in the presence of air might readily have de- 
stroyed the vitamin. Other attempts at extracting the vitamin 
from fats were chiefly concerned with unsuccessful efforts to dis- 
cover the chemical nature of the vitamin and will be considered 
later. 
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Osborne and Mendel (1919, 1919d) reported that they had 
been able to obtain potent preparations of fat-soluble vitamin 
from plant tissues such as spinach leaves and young clover by 
drying the material in a current of air at about 60° C, extracting 
with U. S. P. ether and evaporating the extract on starch. These 
preparations fed in daily quantities equivalent to from 1 to 2 
grams of the dried plant promoted recovery and renewal of 
growth in rats on diets deScient in fat-soluble vitamin. These 
results seem to be at variance with those reported earlier by 
McCollum. 

Steenbock and Boutwell (1920b) attempted to concentrate the 
fat-Boluble vitamin from carrots, alfalfa, and yellow com by fat 
solvents with the following results: 

The fat-soluble vitamin in carrots was not removed to any 
extent by saturation with com oil and extraction with ether, and 
apparently not at all by similar saturation with lard. The 
vitamin was slightly soluble in ether, somewhat soluble in 
chloroform and carbon disulphide, and quite soluble in alcohol 
and benzene, although no one of the extracts was sufficiently 
concentrated for practical purposes. With alfalfa more satis- 
factory results were obtained with ether, benzene, and alcohol, 
sufficient fat-soluble vitamin being obtained in the ether extract 
to permit satisfactory growth when fed to rats at a level equiva- 
lent to 20 per cent of alfalfa in the food mixture. These authors 
also employed with the alcohol extract from alfalfa meal the 
method commonly used for the separation of carottnoids. The 
extract was saponified with alcoholic potassium hydroxide and 
the mixture extracted repeatedly with ether until the yellow 
pigments were completely removed. The ether extracts, after 
washing with water to remove alkali and salts, were evaporated 
on a water bath to a small volume. This extract proved to be 
rich in fat-soluble vitamin. A further concentration of the 
vitamin was brought about by taking up a similar extract in a 
mixture of alcohol and petroleum ether and subjecting it to 
fractional extraction. The petroleum-ether-soluble carotin frac- 
tion was found to contain an abundance of the vitamin, while the 
alcohol-soluble xanthophyll fraction contained little or none of it. 

About the same time Zilva (1920) reported experiments ia 
which fractions active in vitamin A were obtained from fresh 
vegetables (carrots and cabbage) by extraction with absolute 
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alcohol and eubsequently by ether. Absolute alcohol extracted 
in the form of a sirup about 7.5 per cent of dry matter from 
fresh carrots or about one half of the total solids. This sirupy 
extract given daily in amounts equivalent to from 10 to 12 grams 
of fresh carrots provided sufficient vitamin A to promote nonnal 
growth in rats subsisting on a diet otherwise lacking this vitamin. 
On extracting with ether the concentrated extract obtained by 
evaporation of the alcohol, an oily residue remained which, in 
amounts equivalent to 25 grams of fresh carrots, promoted recov- 
ery and renewed growth in rats declining on a basal diet lacking 
in vitamin A. 

Thua present evidence indicates that vitamin A may be re- 
moved from either animal or v^etahle material by extraction 
with alcohol followed by ether. This has led to the custom of 
subjecting materials to be used in a basal ration free from 
vitamin A to prolonged extraction with alcohol and ether. 
Drummond and Coward (1S20) have emphasised the necessity 
of such extraction, stating that in their opinion "it is frequently 
the composition of the basal dietary which is responsible for the 
many misleading and contradictory statements which tend to 
confuse the literature on the vitamins at the present time." 

Stability to heat and oxidatiem. Similar confusion has ex- 
isted in regard to the stability of vitamin A. In their early work 
McCoUum and Davis reported that the factor was present in 
the ether extract of boiled eggs and Osborne and Mendel (1915a) 
found that butter fat treated with steam for two and a half hours 
did not appear to have lost its growth-promoting properties. 
The fat-soluble vitamin was generally considered a thermostable 
substance and in experimental work on its occurrence in foods 
but little thought was given to the possibility that the manipula- 
tion involved, such as shaking of the butter fat with water, or 
subjecting materials to prolonged drying with artificial heat, 
might destroy their activity. In 1918, however, Steenbock, Bout- 
well and Kent, in the first of a series of studies on the fat-soluble 
vitamin, reported that vitamin A was comparatively labile to 
heat. Melted butter fat shaken with water for 12 hours became 
inactive as did butter aerated for 12 hours at 100° C. The 
possibility that the destruction was due to oxidation was appar- 
ently disproved by similar results obtained when butter was 
shaken with carbonated water. Butter heated in jars at 100° 
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in a FreaB oven also lost its activity as did butter kept unsalted 
under poor storage conditions for three weeks. The authors coa- 
elude that "the failure of other investigators to note this destruc- 
tive action was undoubtedly due to the high initial content of 
fat-aoluble vitamin in the material studied. The destructive 
process ia evidently a reaction of low velocity. With large 
amounts of vitamin present and with heat treatment for a 
limited period of time sufficient amounts of the vitamin remained 
to satisfy all the requirements for normal growth in the experi- 
mental animals." 

Shortly afterward, Drummond (1919a) in an investigation 
of the effects of hydrogenation on the vitamin content of oils, 
found in experiments with whale oil that the hardening process 
involving exposure to hydrogen gas at 250° C. for four hours or 
more destroyed the vitamin as did heating the oil to 100° or 
more for four hours. This investigation yielded results which 
were thought to demonstrate beyond any doubt that fat-soluble 
A in the form in which it occurs in natural animal fata is much 
leBS stable to high temperatures than had previously been 
assumed. "Such an observation necessitated a complete revision 
of all the previous experiments to isolate .and identify the factor 
in many of which high temperatures bad been employed." In a 
series of experiments reported at this time on the effect of heat OD 
the vitamin present in certain oils, the results obtained supported 
the concluaione of Steenbock that the vitamin was comparatively 
easily destroyed by heat. The possibility that the destruction 
was a result of oxidation or hydrolysis was believed to be ex- 
cluded by determinations of the acid value and iodine number 
of the active and inactive oils. No relationship was found to 
exist between these constants and the state of destruction. The 
conclusion drawn at this time was that- "the chief agent in the 
inactivation of fat-soluble A is temperature. It must, however, 
be borne in mind that all these speculations refer solely to the 
factor as present in secondary sources such as the animal oils. 
It is quite possible that the factor occurs in a different form in 
its primary environment in the plant tissues." 

That vitamin A as it exists in animal fats is stable to heat 
under certain conditions was shown by Osborne and Mendel 
(1020c) who published a confirmation of their earlier work indi- 
cating that the vitamin present in butter is notably stable at 



DigitzfidbyGOOgle 



THE FAT-SOLUBLE VITAMIN—VITAMIN A 167 

relatively high temperaturea. Butter fat treated wiUi eteam 
and also heated at 96° C. for 15 hours retained its growth-pro- 
moting activity. This explanation of these conflicting results 
.came in papers published simultaneously by Hopkins (1920a), by 
Drummond and Coward (ld20b), and by Zilva (1920a), all of 
which present evidence that the destruction of vitamin A takes 
place rapidly at high temperatures when oxygen or an oxidizing 
agent is present, but not otherwise. 

The method adopted by Hopkins was to feed young rata of 
the same age, size, and sex, a ration free from vitamin A to which 
was added 15 per cent of filtered butter. The butter fed to half 
of the animals in each group had been heated in the autoclave 
for different lengths of time, while that fed to the other half had 
undergone heating at the same temperature but with aeration. 
In all of these experiments growth was normal on the unaerated 
fat; but on aerated fat growth ceased and in 60 per cent of the 
cases xerophthalmia devel(^d. As judged from the growth 
curves, 4 hours' exposure to a temperature of 120° in the absence 
of air did not appreciably affect the vitamin content of butter, at 
least when fed at 15 per cent of the food intake; 12 hours' ex- 
posure under the saine conditions involved slight destruction, 
aeration at 120° for 4 hours destroyed the greater part, and for 
12 hours practically all of the vitamin; aeration at 80° brought 
about quite rapid destruction, and exposure to air at ordinary 
temperatures for a week almost complete destruction. Of sig- 
nificance in this report was the fact that identical figures were 
obtained for the iodine value of the fatty acids of the butter 
before and after heating for 4 hours in a stream of air at 120°. 

The plan adopted by Drummond and Coward {1920b) differed 
from that of Hopkins in that the butter fat was fed in small 
amounts (0.2 gram) as'a supplement to the daily vitamin A-free 
basal ration to rats who^ growth had been completely inhibited 
by this ration. The temperatures and time of aeration were; 
Exposure to a current of live steam for 6 hours, and heating at 
96° for 15 hours, at 50° for 6 hours, and at 37° for 3 weeks with 
and without expwure to air. The results of these studies also 
indicate that destruction of vitamin A takes place rapidly at 
high temperatures and to a considerable extent at temperatures 
as low as 37° in the presence but not in the absence of air. 

The confixmatory work of Zilva (1020a) published at the 
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Bame time reeulted from an earlier obBervation Uiat butter fat 
is inactivated by exposure to ultraviolet rays (Zilva, 1919). In 
a further study to determine whether this was due to the action 
of the raya or to o«one produced by the mercury quartz lamp, 
codliver oil waa exposed in thin layers to the action of ultra- 
violet light in an atmosphere of carbon dioxide gas for 16 houre, 
at the end of which time it was found to, have lost none of its 
activity. On exposure for from 6 to 10 hours to a current of 
OEone in a bottle impervious to light it became so inactivated that 
large doses failed to promote growth in rats on a diet otherwise 
deficient in vitamin A, showing that OEone inactivates the vita- 
min, a finding in complete agreement with the observations noted 
above, the action of ozone being more drastic and therefore more 
rapid than aeraticm. 

Accepting these findings as conclusive, the discrepancies in 
earlier conclusions concerning the stability of vitamin A are 
readily understood. In cases where stability was reported, as in 
the exposure of butter fat to live steam, the conditions of the 
experiment gave an air-free medium, while in such experiments 
as the removal of vitamin A from butter fat by repeated shaking 
with hot water, in the presence of air, the destructive action was 
probably one of oxidation. It should be noted, however, that in 
all the experimental work reviewed above, animal fat«, some- 
times referred to as the secondary source of vitamin A, have been 
used. Up to the time of writing no experiments so crucial as the 
above have been reported concerning the stability of vitamin A 
in plant materials. 

Steenbock and Boutwell (1920a) determined the stability of 
the fat-soluble vitamin in plant materials by means of feeding 
experiments in which the vitamin-containing material was dried 
at room temperature, soaked in water, autoclaved for 3 hours 
at approximately 15 pounds pressure, and again airKlried before 
being incorporated into the ration. This treatment appeared to 
cause no noticeable destruction of the fat-soluble vitamin of 
yellow maize, chard, carrots, sweet potatoes, and Hubbard 
squash. The results obtained with dried alfalfa were not so 
favorable, although this was fed at a level at least twice as high 
as necessary for normal growth. The rats on this diet after a 
normal growth for 3 or 4 weeks declined and died, some showing 
signs of xerc^hthalmia. While at this time the effect of heat 
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rather than passible destructioD by oxidation through exposure 
to air in the drying process was the one chiefly considered, the 
authors call attention to the fact that the alfalfa meal used was 
a commercial product, the history of which was not known, and 
that possibly while the fat-soluble vitamin was not destroyed 
by the heat treatment it«elf, it was made more susceptible to 
destraction — possibly by liberation from combinations — by the 
agents operative in the aging process. 

That vitamin A as it exists in plant tissues is not in a form 
to be as easily acted upon by oxidation as it is in animal fats is 
indicated from the ability to prepare highly potent materials by 
extraction of air-dried vegetables as illustrated by recently re- 
ported work of Osborne and Mendel (1920c). Alfalfa, clover, 
timothy, and spinach freshly dned at 60° C, in amounts of 0.1 
gram of the dried substance furnished as much vitamin A as did 
0.1 gram of butter fat, while with tomatoes more rapid growth 
resulted from the addition of 0.1 gram of the dried material than 
of the same amount of butter. In this case, however, the rapid 
growth is attributed partly to the richness of the tomato in 
vitamins B and C. 

The problem of destruction of vitamin A in vegetables is one 
deserving of careful study inasmuch as green vegetables are 
relied upon to a considerable extent in some regions to make 
good (in part) the deficiency in the milk supply. Drying of 
green vegetables is becoming a matter of industrial importance 
and in the process of drying, means should be taken to render 
any deterioration of vitamin values as slight as possible. 

Indicationa aa to Cbemioal Nature or RelationshipB. 

McCoUum and Davis (1914) saponified butter fat in absence 
of water and were able to extract the fat-soluble vitamin from 
the soap by shaking with olive oil which latter then showed the 
growth-promoting property not shown by the olive oil originally. 
Drummond (1919) has described similar experiments in scnne- 
what greater detail. Fata (butter and whale dtl) were saponified 
by Henriques' method at room temperature, the solvents removed 
in vacuo at 35°, the soaps dissolved in distilled water at 35° and 
the unsaponifiable matter removed by extraction with ether. 
The fatty acids were liberated by slight excess of mineral acid 
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and removed by ether extraction. Both fractions after washing 
with water and evaporating under reduced pressure at 37° showed 
no activity as a source of vitamin A. 

These results were thought to indicate that the fat-soluble 
vitamin is not a fatty acid, but that, contrary to the abov^ results 
of McCoUum and Davis, it does not withstand saponificaticm at 
room temperatiu^. Recently Coward and Dnunmond (1921) 
have reported, however, that if oxidation is prevented it is 
possible to obtain vitamin A in a highly concentrated form by 
cold or hot saponification of animal oils or plant tissues. Druni- 
mond (1919) also found that the fat-soluble vitamin could not 
be replaced in the diet by a number of the commtmer fatty acids, 
glycerol, cholesterol, lecithin, sphingosin, phrenosin, kepbalin 
and the lipochrome, carotin, and so cannot be identical with 
any of these substances. He also showed that it behaved dif- 
ferently from the nitrogenous bases and from vitamin B. He 
suggestion advanced by Drummond at that time was that "the 
accessory growth-promoting factor provisionally termed 'fat- 
soluble A' is not a clearly defined chemical substance but rather 
that it is a labile substance perhaps possessing characteristics 
resembling those of an enzyme. It is surely legitimate to con- 
ceive the animal organism being as dependent upon the plant 
kingdom for a supply of an essential complex of that nature as 
it is for the supply of many indispensable substances of more 
clearly defined ctmstitution." 

As the list of materials containing fat-soluble vitamin in- 
creased a certain analogy was noted and first pointed out by 
Steenhock (1919) between the simultaneous presence of the 
carotinoid pigment and fat-soluble vitamin in certain foods and 
their absence in others. Palmer had earlier shown (1915, 1916) 
that the plant carotinoids are the source of the so-called lipo- 
chromes of the higher animals by direct transfer of the pigments 
of the diet. Experimental work reported by Steenbock and 
Boutwell (1920) shortly after the preliminary statement of the 
hypothesis of a relationship between the fat-soluble vitamin 
and the yellow pigment carotin, showed that yellow com fur- 
nished enough of the fat-soluble vitamin to allow growth at the 
normal rate to take place in the rat and to make possible repro- 
duction but not rearing of the young; while the feeding of white 
com under simitar conditions resulted in nutritional failure. Red 
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com with a white endosperm gave the same results as whit« 
com, while that with a yellow eodosperm gave results approxi- 
mately the same as those from yellow corn. Later papers by the 
same author and his co-workers have furnished many data in 
harmony with the theory of a relationship between vitamin A 
and lipochrome pigment. As noted above, fractionation of the 
unsaponifiable matter from alfalfa hay brings down the fat- 
soluble vitamin in the carotin-rich fraction. One report of the 
work of these autiiors (Bulletin No. 323 of the Wisconsin Agri- 
cuttm-al Experiment Station, 1920) contains the statement that 
preparations have been made in crystal form which have brought 
about immediate recovery and rapid resumption of growtii when 
fed to rats in a nutritive decline. 

The above theory at first received the support of Robcq- 
heim and Drummond (1920). The failure of lipochromes to 
serve as sources of fat-soluble A as previously noted by Drum- 
mond (1919a) was considered to justify the conclusion that the 
lipochrome pigments and vitamin A are not identical but not to 
refute tiie tiieory of a close relationship between them. Later 
Drummond and Coward (1920) subjected this theory to the test 
of cmnparing a large number of animal and vegetable oils as 
to their relative richness in vitamin A and in lipochrome pig- 
ments. The lack of relationship between the pigmentation of tiie 
24 fats examined and their richness in vitamin A led them to 
conclude that "unless we assume the existence of a leuco-form 
it does not appear probable that the fat-soluble vitamin is a 
member of the lipochrome class of pigments. The frequent asso- 
ciation of the growth factor with pigmmts of that type must 
therefore be regarded as accidental." In this they agree with 
the conclusions of Palmer and Kempster (1919, 1919a) who re- 
ported success in raising a large number of White Leghorn fowls 
from hatching to maturity on rations which contained at the 
most mere traces of carotinoids. Hens on this ration laid e^a 
which were practically free from pigment and from which normal 
chickens were hatched. Furtherm(»e Stephenson (1920) found 
that a crude (alcohol-light petroleum) extract of dried carrot 
when added to a fat lacking in vitamin A conferred upon it 
growth-promoting properties and protected rats from xerophthal- 
mia while pure carotin extracted from carrots was without effect. 
Moreover, butter from which the coloring matter had been com* 
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pletely removed by filtration through charcoal did not lose ite 

growtb-promotisg pnqKrties. 

Quite recently the literature on this subject has been sub- 
jected to an extensive and critical review by Palmer, Kennedy 
and Kemp8t«r (1921) who have also presented perhaps the most 
cogent evidence yet advanced in opposition to the idea of identity 
or relationship between vitamin A and carotinoids. They not 
only report a complete absence of carotinoid pigments in the 
albino rat, the experimental animal used in mtut of the biological 
studies on vitamin A, but were able to report growth and repro- 
duction of rats with ewe milk fat containing only 0.00014 per cent 
carotin as the sole source of vitamin A, the ration showing the 
best results contairung otdy 0.0000126 per cent carotin. Growth 
and reproduction were also obtained with rata using carotinoid- 
free egg yolk as the sole source of vitamin A. Quantitative cchu- 
parisona were made of the carotin cmtent and vitamin A effi- 
ciency of various rations as reported in the literature. The 
results of this comparison indicated that carotin and vitamin A 
are not quantitatively associated in the plant tissues in which 
both are presumably synthesized. The radstcnce of a leuco- 
fonn of the vitamin as suggested by Steenbock (1919) to cover 
the exceptions to the association of pigment and vitamin ia 
thou^t by Palmer to be unlikely in view of the fact that the 
only leuco-forms of carotinoids so far produced are oxidaticHi 
products and that oxidation destroys the efficiency of tlie fat- 
soluble vitamin. 

Even more recently, however, Steenbock and his associates 
have published further evidence of a tendency toward greater 
richness in vitamin A in association with higher carotin or lipo- 
chrome pigmentation. Thus Steenbock, Sell and Buell (1921) 
point out that "with the diversification of metabolic processes 
which obtain in the plant and annual kingdom, it was to be 
expected that sooner or later the fat-soluble vitamin would be 
found to be present in a menstruum entirely free from pigments 
of the carotinoid type. To run across such an instance, appears 
to have been the good fortune of Palmer and Kempster (1919) 
who demonstrated that pork liver, rich in the vitamin, contained 
no pigments of the aforementioned character." . . , "Neverthe- 
less, as far as studies in this domain have been pursued, both in 
r^ard to distribution of vitamin and pigment and in regard to 
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^eir physical and chemical properties, there is left no doubt blit 
tiiat chemically and physiologically they are related." These 
authors then give experimental results of their own showing high 
vitamin A value with very low pigmentation in codliver oil, and 
further that "The fat-soluble vitamin content of butter fat doea 
not run closely parallel to the yellow pigment; yet in general, 
due to determination by their content in the feed, butters highly 
pigment«d are rich in the vitamin; butters low in pigment should 
be looked upon with suspicion. In beef fate the relations are 
somewhat similar; those most pigmented are also generally 
richest in their fat-soluble vitamin content." In this same paper 
experiments, extending the previous work of McCoIlum, are de- 
scribed which lead to the conclusion that fat-soluble vitamin 
withstands sev«« methods of saponification. ^ 

In the next paper of the series, Steenbock, Sell and Boutwell 
(1921) record feeding experiments with six varieties of peas 
showing that "those of a green color, also carrying considerable 
yellow pigment, were far richer in their fat-soluble vitamin con- 
tent than yellow peas which contained much less yellow pigment." 

To the writers of this monograph it would seem from the 
evidence available up to Uie middle of 1921, that while there is 
no absolute parallelism between vitamin A and pigmentation, 
yet the instances of apparent correlation in natural products are 
too frequent to be dismissed as merely accidental and are rather 
to be regarded as affording a useful though not conclusive indi- 
cation of some chemical or biological relationship which still 
remains to be worked out. 

Recently Coward and Drummond (1921) have attempted to 
trace the origin of vitamin A in plants by testing seeds, germi- 
nated seeds, etiolated seedlings, green seedlings and the older 
green plants for the relative nontent of vitamin A by the method 
which they have described. Preliminary testa indicat«d the ab- 
sence of vitamin A in the seeds of turnip, cabbage, white maize, 
and sycamore and Hb presence to a greater or less extent in 
peas and yellow maize. Cress seeds and shoots were refused 
by the rats. No increase in the amount of vitamin A in the 
germinated seeds could be detected. The results with etiolated 
seedlings administered in amounts of about 0.7 gram per day 
were somewhat inconclusive, but later more carefully ccmtoilled 
e^qierimentfi int^icated that the con^t of vitamin A is not appre- 
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oiably greater in the etiolated aeedlingB than in the original seeds. 
Green shoots of turnip, maize, and peas (soil and aand grown) 
were decidedly richer in vitamin A than the original seeds or 
etiolated seedlings. A more detailed study with the sunflower 
confirmed in general the preliminary results. The dry seeds and 
etiolated shoots were relatively inactive, while the green shoots 
WOTe very active as a source of vitamin A, thus suggestii^ tiiat 
the formation of large amoimte of vitamin A in green leaves re- 
quires the influence of light. 

Evidence is also furnished in this contributi<m tliat vitamin A 
can be produced by the green plant from inoi^anic sources as 
shown by its high content in the green shoots of Tradescantia 
(Wandmng Jew) grown in water; that green cabbf^ is much 
richer in vitamin A than white cabbage, that mushrooms contcun 
only a small amount of vitamin A, and that conunon green sea- 
weeds (Ulva and Cladophora) are as potent in vitamin A as the 
green land plants such as cabbage,- while red seaweed (Poly- 
^phonia) and Cajrageen moss (Chondrus crispus) have no ap- 
preciable amounts of vitamin A. All these d38ervations point to 
the greater activity with respect to vitamin A of chlorophyll-con- 
taining ptanta. 



Oocnrrence and Estimation of Vitamin A in Animal and 
Vegetable TlBsneg and Products. 

As yet our knowledge of the distribution of this substance 
is dependent upon the results of feeding ^cperiments which ap- 
parently do not warrant statements of such s quanUtative char- 
acter as are now possible regardii^ relative amounts of antl- 
BcorbuUc vitamin, but do serve to establish the fact that some 
foods are rich in vitamin A, others ctmtain little if any of it, 
and still others occupy an intermediate pDStti<»i in this regard. 

The starting point of our knowledge on this subject was the 
discovery by McColIum and Davis (1913) that rats could not 
be nourished satisfactorily upon certain food mixtures of which 
lard was the sole fat; but the use of butter fat sufficed to make 
the food mixture adequate. Further experiments showed that, 
with the samples used, no more than 5 per cent of butter fat need 
be contained in the food mixture to make it adequate in this 
respect, whereas even 28 per cent of lard did not suffice. Evi- 
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dentl?, then, butter fat is rich in this nutritive easential (vitamin 
A) and lard either lacks it entirely or ccmtains so little as to 
show no evidoice of its presence in such experiments. 

Through t^e work of Osborne and Mendel and of McCoIIiun 
and his associates it vas shown that egg fat, codliver oil, and the 
fat of pigs' kidney resembled butter in serving as efficient sources 
of vitamin A while cottcmaeed oil, olive oil, almond oil and other 
ccHnmercial vegetable fats seemed, like lard, to lack it. The 
skeletal muscles (ordinary meats) contain but very little vitamin 
A; heart muscle, somewhat more, but not so much as liver or 




Ro. 9^— 'Weight curvea of rata on dieta lacking vitamin A from ezperi- 
menta by Osbome and Mendel (1921). The curves show that growth oon- 
tinued for difiering lengths of time at different rates after the animals were 
placed upon food which had been carefully freed from vitamin A. The 
mtemipted lines show periods of feeding with vitamin A after growth 
bad stopped and H"im»u had shown pathological effects from lack of thia 
vitamin. In moat but not all of these cases cures were effected and normal 
growth resumed. (By permission of the Journal of Bioioipcal Chemittry.') 

lddn«y. The finding by Osborne and Mendel (1915a) that beef 
fat, while not bo rich as butter, yet contains this vitamin in 
s^nificant amounts, makes it seem all the more strange that 
lard (the corresponding body fat of the pig) should contain n(Hie 
of it, and recently Daniels and Loughlin (1920) and Drummond, 
Golding, Zilva and Coward (1920) have published new experi- 
mental evidence from which they conclude that lard and prob- 
ably some other commercial forms of fat previously regarded as 
devoid of vitamin A are not wholly bo, the vitamin value of lard 
(aa probably also that of beef fat and of butter) depending 
largely upon the food of the animal. 

That vitamin A may be stored to an important extent in the 
body is indicated not only by the results of feedmg body fats 
' and glandular organs as sole sources of this vitamin in the diet, 
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but also by the fact that when growiog animals previously veil 
fed are placed upon diets certainly deficient in vitamin A and 
often apparently devoid of it, they usually continue to grow 
for some time, often doubling 
their body weighta before signs 
of nutritive deficiency appear. 
See the accconpanying growth 
charts of rats fed by Osborne 
and Mendel (1021) upon diets 
made up of foods which had been 
especially extracted to free them 
from this vitamin (Fig. 9. When 
an animal placed upon a diet de- 
void of vitamin A ceases to grow 
at once, as has been rep<nted in 
some cases, it may be because of 
insufficient food intake or be- 
cause the previous food of the 
animal had not been such as to 
induce a storage of vitamin A in 
the body. As we now have much 
evidence that such storage is 
possible and that it depends 
largely upon the food consumed, 
we must expect that the vitamin 
A content of a given organ or 
tissue may vary considerably 
with different individuals of the 
same species. This means not 
only variability among the dif- 
ferent specimens of a given type 
of food whose vitamin A content 
one may wish to test, bub also 
the further complication of vari- 
able stores of the vitamin in the bodies of the test animals accord- 
ing to their age, previous feedii^ (Fig. 10), and possibly other 
conditions. 

Drummond (1919) has attempted to control some of the 
variables above mentioned by adopting the following technique 
in his studies of vitamin A: Young healthy rata selected from 



TIME (M MV9 

Flo. lO.^Bhowing the influence 
of previous feeding ujion growth 
on diets lacking Titamin A. Rat 
4217 bad received a diet relatively 
low in vitamin A < % whole wheat 
and U dried whole milk). Hat 
4272 had received a diet richer in 
vitamin A (% whole wheat and % 
dried whole milk). Rat 4269 had 
received a diet still richer in vi- 
tamin A (% whole wheat and % 
(bied whole milk). All were 
placed upon a diet devoid of 
vitamin A at the same age, 28 
(layB. Growth and duration of life 
upon thia diet was evidently deter- 
mined by the different amounta of 
vitamin A stored in the bodies of 
the animals at the b^:inning of 
the experiment according to the 
richness in this vitamin of their 
previous diets. (Sherman and 
Bt^tcot, unpublished data.) 
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home-bred stock and weighing about 50 grama each, are fed a 
ration conaisting of purified casein 20, ptirified starch SO, salt 
mixture S, yeast extract 5, butter fat 15, and filtered orange 
juice 5 parts. The animals which give evidence of a normal 
power of growth are removed from the complete ration when 
they have attained an average body weight of 70 to 80 grams 
and are given a similar ration in which the butter fat is sub- 
stituted by an equivalent amount of hardened linseed oil. When 
it is definitely established that growth is inhibited by this defi- 
ciency in vitamm A, the linseed oil is wholly or partially replaced 
by the substance to be tested and the behavior of tiie animal 
closely watched for a period of from 5 to 6 weeks. Absence of 
vitamin A is indicated by failure to grow followed by a decline 
in health accompanied by the characteristic eye condition. Evi- 
dence of individual variability in reaction to this standardized 
technique is noted in the observation that while the experimental 
animals should quickly cease growing when fed the diet deficient 
in vitamin A "occa^onally a very vigorous individual will con- 
tinue to grow for some weeks after the deficiency has been intro- 
duced and such animals should not be employed in experiments 
of a quantitative nature." 

Certain improvements in the technique of the feeding experi- 
ments were reputed later by Drummond and Coward (1920). 
The basal ration as modified consisted of purified caseinogen 18, 
purified rice starch 52, refined vegetable oil (usually cottonseed) 
15, yeast extract 5, orange juice 5, and salt mixture 5 parts. 
Rice starch was sutetituted for wheat starch as it was found to 
be almost devoid of vitamin A in the crude state and thus more 
readily purified than the wheat starch. On this ration it was 
reported that young rats of fiO to 70 grama we^;ht should show 
only sUght growth, becnni]^ stationary after a week or two. 
All substances to be examined for vitamin A are tested on rats, 
the growth of which has been suspended for from 10 to 14 days 
and which do not weigh more than from 80 to 120 grams. The 
material is administered in definite weights to the animal before 
the day's basal ration is given. Drummond considers it im- 
portant to observe the indicated limits of age and weight as he 
believes that the amoimt of vitamin A that must be supplied to 
a rat in order to restore growth which has been inhibited ui a 
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deScient basal diet is inversely proportional to the age and 
weight of the animal. Recently Coward and Drununond (1921) 
have further altered the technique of preparing their basal ration, 
to the extent of pnrifying the caseinogen by exposing it in shallow 
layers to air at a temperature of IDS'* C. for at least 24 hours 
instead of extracting it with alcohol and ether as formerly. 
This simplified method is said to yield results quite as reliable 
as the older method, thus furnishing another indication of the 
ease with which vitamin A is now believed to be destroyed by 
oiddation. 

Osborne and Mendel (1920c) have pointed out in attempting 
to correlate tiie varying results reported by different investigators 
as to the minimal amount of butter fat necessary for the main- 
tenance of good growth in experimental rats, "it should be borne 
in mind that in ctmtraat with what is true of animals having 
declined through complete deprivation of some requisite food 
factor the problem of dosage for vitamins may be quite different 
in the case of rats which are supplied with a minimum of the 
essential throughout the period of growth." In their ^cperience 
much smaller amounts of the vitamin-containing foods are re- 
quired when such foods are supplied from the start as a pre- 
ventive measure than when given as a supplement after severe 
nutritive decline has set in. A typical basal ration employed 
by these authors in their study of vitamin A consists of meat 
residue 19.6, salt mixture 4, starch 52.4, and lard 24 per cent, 
with 0,4 gram daily of dry brewery ye&st. The food to be 
tested for vitamin A is always given before the basal ration. 

The basal ration employed by Steenbock and his associates 
Id their extensive studies of vitamin A is essentially the same 
as that used by McCoUum in his early studies. As reported by 
Steenbock, Boutwell and Kent (191S) and not altered substan- 
tially in later studies the ration consists of casein 18, agar 2, 
wheat embryo S, salts 3.7, and dextrin 73.3 per cent. The casein 
was a commercial product puri&ed by washing repeatedly with 
dilute acetic acid and the dextrin was partially dextrinized corn- 
starch prepared by heating cornstarch with dilute citric acid for 
3 hours at 119° C. The wheat embryo was ether-extracted and 
in subsequent work an alcohol extract of this embryo was evapo- 
rated on some of the dextrin of the basal ration. Young rats 
40 to 50 grams in weight are fed the basal ration alone for a 
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short period after which the aubBtsDce to be tested for vitamin A 
IB iacorporated in the basal ration in place of equivalent amounts 
of dextrin. In describing this technique Steenbock and Qroes 
(1919) state "We have repeatedly demonstrated (hat the basal 
constituents of our rations were too poor in vitamins to influence 
in any way the conclusion at which we have arrived, but on 
the other hand we make no claim that very small amounts of 
some vitamin may still not have been present and thus may have 
influenced in degree — though not in character — failure in mainte- 
nance, growtli, reproduction and rearing of the young as indi- 
cated by the experimental rats." 

Oabome and Mendel (1921) have recently called attention 
to the preliminary growth for a longer or shorter ijme on tiie 
deficient diet before nutritive decline sets in and venture ttie 
opinion that the problem of the removal of vitamin A from 
food products has not been satisfactorily solved. By subjecting 
the protein of the basal ration to three successive extractions 
with absolute alcohol tmder a reflux condenser for one hour they 
succeeded in reducing the period of undiminished growth but 
not in eliminating it altogether. They are of the opinion that 
removal of the fat-soluble vitamin from even purified protein 
and carbohydrates is accomplished with far greater difficulty 
than has been suspected hitherto. Another possible explana- 
tion advanced is that the amount of initial growth on diets defi- 
cient in vitamin A may be determined by the dosage of water- 
soluble vitamin which the animals can secure, a suggestion also 
made by Steenbock and Gross (1919, p. 50). 

Hence it is plain that until experimental methods shall have 
been devised and generally adopted in which such sources of 
discrepancy are better safeguarded than in moat of the work 
of the past, statements of relative amoimte in different foods 
must probably be accepted with even more reserve in the case 
of vitamin A than of the other vitamins. Yet the fact that vita- 
min A is very unevenly distributed amcmg our staple articles of 
food, while it is also very necessary to good nutrition and health, 
makes it important that the known facte of its occurrence be 
. kept in mind in all considerations of the adequacy of the food 
supply. 

Among plant products seeds are relatively poor and leaves 
relatively rich in vitamin A. In the seed the embryo is usually 
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much richer in this vitamin than the endospeim. McCoUum puts 
these rclationfihips in terms of the biological function of the 
tissue, the actively functioning cellular tissue of the leaf and 
the potentially active embryo of the seed being richer in vitamin 
A than are the storage organs such as the endosperm of the seed, 
or a starchy tuber, or a thick fleshy root. Steenbock and hia 
associates have however reported as noted above, that large dif- 
ferences may occur within the same type of material as classi- 
fied by McCollum. Thus they find maize with yellow endo- 
sperm to be much richer in vitamin A than are t^oee varieties 
whose endosperm is white (Steenbock and Boutwell, 1920), 
yellow sweet potatoes much richer than ordinary white potatoes, 
and carrots than beets or white turnips. (Steenbock and Gross, 
1919, 1920.) The richness of green leaves in vatimin A fits equally 
the hypothesis of McCollum or of Steenbock since they are rich 
in yellow pigment which is simply masked by green. Qteea 
peas also were found to contain much yellow p^ent and to be 
richer in vitamin A than were less highly pigmented yellow peas. 
(Steenbock, Sell and Boutwell, 1921.) Unpublished results in 
the laboratory of one of us indicate that the green pod of the 
string bean is rich in vitamin A, thus resembling the leaves rather 
than the seeds. 

Osborne and Mendel (1920c) fed equal weights (0.1 gram 
per rat per day) of butter fat, dried spinach, dried alfalfa leaves 
or dried tomato separately as sole source of vitamin A and c<m- 
cluded from the resulting rate and extent of growth that the dry 
matter of tomato or of green leaves such as ^inacb contains 
an even higher concentration of vitamin A than does butter fat. 
Cooper has reported the presence of vitamin A in orange peel; 
and Osborne and Mendel have demonstrated its presence in the 
peel-free juice of the orange. 

Steenbock and Gross (1919) simunarize their comparison of 
roots as sources of vitamin A aa follows: "With 15 per cent of 
the diet made up of roots (dried) as the source of the fat-soluble 
vitamin we have in the case of the yellow sweet potato and carrot 
normal growth and even rearing of the young made possible, 
but in the case of the rutabaga, dasheen, red beet, parsnip, 
potato, mangel, and sugar beet, complete failure resulted. In 
fact, in some instances failure at such higher levels as were tried 
— 25 per cent in the case of the mangel and sugar beet and 83 
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per cent in case of the dasheen — waa also observed." Steenbock 
and Grose also (1920) compared cabbage, lettace, chard and 
spinach as sources of vitamin A and found these to be in general 
richer in this vitamin than the roota, but not without excepticm. 
Cabbage appeared hardly as rich in vitamin A as did carrots 
and yellow sweet potatoes, though it was richer than any of 
the other roots tested. Lettuce contained more vitamin A than 
cabbage but not so much as chard and spinach, of which the 
spinach seemed the richest source of all the vegetables tested by 
these investigators. In this investigation, as in (he studies of 
Osborne and Mendel and of McCollum, typical leaves used as 
hay for cattle, such as alfalfa, clover, and timothy, were found 
when fed dry to be very rich in vitamin A, a matter of much 
importance in connection with the vitamin value of cow's milk, 
especially that produced in winter when such hay is chiefly 



Among animal prodvcts tiie muscle tissues (ordinary meate) 
are poor in vitamin A while glandular oi^ans such as liver, and 
especially eggs and milk are much richer sources. Since the 
glandular organs constitute but a small part of the animals which 
must be slaughtered to obtain them, it is evident that raising 
animals for slaughter is an uneconomical method of obtaining 
a supply of vitamin A. In eggs and milk, however, we have 
foods which are rich in this vitamin and of which increased 
amounts can be produced much more economically. As we 
have no evidence of synthesis of vitamm in the animal body, it 
is probable that whatever we obtain through animal products 
has originally come from plants. We have seen that the food 
of an animal influences the store of vitamin A carried in the 
animal's body, but in what tissues the surplus is stored, and 
whether or to what extent meats and eggs are made richer in 
vitamin when the animal producing them is fed vitamin-rich 
food, has been but little studied as yet. 

In the case of milk, the vitamin A content is believed to be 
influenced by the abundance of the supply contained in 
the feed. Hence the presence of an abundance of vitamin A 
in the grasses on which dairy cows are pastured in summer and 
in the hays fed in winter is an important factor in ensuring that 
the milk produced by the cow is rich in vitamin A at all times 
of the year. A further factor of safety in this connection is the 
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fact that the store of thia vitamia carried in the body of the cow 
IB undoubtedly drawn upon to keep up the normal concentration 
of vitamin A in the milk in caee of fluctuations in the supply 
received in the feed. 

Of interest in this connection is the recent observation of 
Orummond, Coward and Watson (1921) that colostrum has a 
much higher concentration of vitamin A than the later milk. 
They are inclined to regard this higher value of colostrum as 
an indication of a mobilization of the reserves of the mother 
since it does not appear to be proportional to the fat content. 
"It ie again interesting to recall that there is also a partial 
mobilizati(Hi of the lipochrome pigments of the mother's body 
fat for tiie production of colostrum which normally contains a 
much higher concentration of those coloring substances than 
the later milk." A similar relation between vitamin A and the 
lipochrome pigments ia suggested in the apparent tendency re- 
ported by these investigators for milk from cows of tixe Jersey 
and closely related breeds to be richer in vitamin A than that 
of Shorthorn or Black Angus. Aa a possible explanatiim it is 
suggested that cows of the former breeds may have a higher 
storage capacity for vitamin A similar to their h^er capacity 
for storing pigment. 

It is important to note that milk contains much man of the 
"fat-soluble" vitamin than is contained in its fat globules. Ac- 
cording to a brief statement made by McCoUum the vitamin A 
in a given volume of milk is about equally divided between the 
fat globules and the aqueous portion. This would mean that 
skimmed milk will contain about half aa much vitamin A as 
whole milk, and dry skimmed milk will be about one-third as 
rich in vitamin A as is butter fat. Sherman, MacLeod and 
Kramer (1921) while not measuring quantitatively the relative 
amounts in whole and skimmed milk have confirmed the fact 
that skimmed milk ia an important source of vitamin A, though 
of course by no means comparable with whole milk in this 
respect. 

In general it would seem that milk in all torma, efsgfi, butter 
and green vegetables are the richest food sources of vitamin A, 
followed by some roots, the embryos of seeds and the glandular 
oi:gans of animals, then by roots and seeds generally and muacle 
tissue meats and finally by artificially refined products Buch as 
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white rice, patent flour, sugar and many of the refined fats 
which are practically devoid of the vitanun. McCollum haa 
repeatedly emphasised the fact that diets composed esBeotially 
of breadatufl'B, meats, sweets, tubers, and many fate are likdy 
to contain too little of this vitamin and he has classified milk 
and green vegetables as "protective foods" because of tbwr rich- 
ness in vitamin A as well as in calcium. 

Until we have more precise knowledge regarding the deatruc- 
tion of vitamin A by heat and oxidation it would be premature 
to attempt broad generalizations in regard to whether or not 
s^nificant losses of vitamin A are likely to occur when foods 
are preserved, stored or cooked. Under ordinary normal con- 
ditiona, however, it seems reasonable to believe that such loasea 
are not likely to he large. Steenbock and Boutwell (1920a) 
found no demonstrable loss of vitamin A when chard, carrote, 
sweet potatoes, squash, or yellow maize was heated for 3 houra 
at 16 pounds pressure at 120° C. in an autoclave. In butter it 
may be more susceptible to heat but when conditions are such 
aa not to injure the fiavor it is probable that the vitamin value 
is not materially injured. McCollum (1918) reports a high 
vitainin A value in the fat of canned evaporated milk, and the 
same has been found to be true of rii>ened cheese. Dried milk 
haa repeatedly been used in different laboratories as sole source 
of vitamin A with entire success, and even when a relatively 
small proportion of cooked or dried milk has been depended 
upon there has been no evidence of its having lost any signifi- 
cant prcfwrtion of the vitamin A of the original fresh milk (Sher- 
man, Rouse, Allen and Woods, 1921). In general it seems prob- 
able that foods known to be good sources of vitamin A as tested, 
will still be good sources after the ordinary industrial or domestic 
manipulations or storage. 

Drummond, Coward and Wateon (1921) from an extensive 
examination of storage butter concluded that the' season at which 
the butter is placed in storage, i. e., the feed of the cows at tiiat 
season, is a more important factor in determining the value of 
the storage butter as a source of vitamin A than the length of 
time the butter remains in storage provided undue exposure to 
air is prevented and other conditions are good. As under pres- 
ent conditions by far the largest part of the butter placed in 
storage is that produced when the cows are on green pasture aiul 
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are ccHisequently ^ving a greater yield of butter of superior 
quality and as it is kept in woodeQ casks or tins during storage, 
it seems reasonable to assume that such butter may be scarcely 
less rich in vitamin A than fresh butter and certainly of hi^er 
vitamin content than renovated butter. Thus the development 
of free acidity in butter may occiu- without appreciable loss 
of vitamin A if oxidation is prevented, while in so far as the 
process of renovating rancid butter offers opportunity for oxida- 
tion it may entail sufficient losses of vitamin A to render the 
product of materially less value in this req)ect. 

Of interest in this connection is the statement made to one 
of the writers by an expert judge of butter ("butter taster") 
that in the winter months storage butter is to be preferred to 
much of the fresh butter obtainable at the time, on account of 
its summer flavor. 

B«port«d OccnrreuM of Vitamin A. 

Food Material Literature Reference 

Alfalfa McCollum, Simmonda and Fitz 1916b; 

Osbome and Mendel 1919; 
Steenbock and Gross 1920; 
Steenbock and Boutwell 1020b; 
Osborne and Mendel 1920c. 



stxing 
velvet 



Daniels and Nichols 1917; 
Osborne and Mendel 1917e. 
Sheiman et al, unpublished. 
Sure and Read 1921. 

Osborne and Mendel 1915a; 
Halliburton and Drummond 1017; 
Steenbock, Sell and Buell 1921. 

McCoIIum and Davis 1913, 1914, 1915; 
Osbome and Mendel 1913, 1013a, 1916a, 

1916, 1920c; 
McCollum and Kennedy 1916; 
McCollum, Simmonds and Steenbock 

1917; 
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Food Material Literature Reference 

itter Stephenson 1920; 

HopkioB ig20a; 
Zilva 1920a; 

Drummond and Coward 1920a and b; 
Steenbock, Sell and Buell 1921; 
Zilva and Miura 1921 ; 
Drummond, Coward and Watson 1921 ; 
Aron and Gralka 1921. 



Cabbage 



Carrot t4:^ 
Chard 

Cheese 
Clover 

Coconut meal 
press cake 



McCollum, Simmonds and Fitz 1016b; 

Delf 191S; 

Delf and Skelton 1918; 

Osborne and Mendel 1919, 1920b; 

Zilva. 1920; 

Coward and Drummond 1021. 

Denton and Kohman 1918; 

Steenbock and Gross 1919; 

ZUva 1920; 

Osborne and Mendel 1920c; 

Steenbock and Boutwell 1920a, 1920b; 

Stephenson 1920; 

Coward and Drummond 1921. 

Shennan, unpublished. 

Steenbock and Gross 1020; 
Steenbock and Boutwell 1920a. 

Shennan, impubtished. 

Osborne and Mendel 1919, 1919d, 1020c; 
Steenbock and Gross 1920. 

Johns, Finks and Paul 1919. 
Jansen 1920. 

Osborne and Mendel 1914; 
Zilva and Miura 1921; 
Steenbock, Sell and Buell 1921; 
Aron and Gralka 1921. 
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Food Material 
Cod testicle fat 
Com (maise) 



green shoots 

Cottonseed 
flour 



Egg yolk 
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Literature Reference 

McCoIlum and Davis 1916. 

McCoIlum and Davis 1015a; 
McCoUum, Simmonds and Pits 1016d; 
Steenbock 1919; 

SUsenbock and Boutwell 1920, 1920a; 
Drummond and Coward 1920a. 
Coward and Drmnmond 1921. 

Bicbardson and Green 1916, 1917a. 
Oebome and Mendel 1917. 
Daniels and Loughlin 1920; 
Dnimmond and Coward 1920a. 

McCoIlum and Davis 1913; 
Osborne and Mendel 1913a; 
McCoIlum and Davis 1914b; 
McCoIlum 1916; 
AroQ and Gralka 1921. 



FiBh 


Dnumnoad 1918a. 


Heart (pig) 


McCoIlum and Davia 1915a; 
Osljome and Mendel 1918a. 


Hopse lat 


Drununond and Coward 1920a. 


Kidney (pig) 


McCoIlum and Davia 191S; 
Oebome and Mendel 1917b, 1918a. 


Lard 
Lettuce 


Daniels and Loughlin 1920; 
Drummond, Qolding, Zilva, and Coward 

1920. 
Steenbocli and Gros 1920. 


Liver 
pig 


McCoIlum and Davia 1915a; 



Margarin 



Osborne and Mendel 1917b, 1918a. 
McCoIlum, Simmonds and Parsons 1921. 

Halliburton and Drummond 1917. 
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Food Material Literatvre Reference 



Milk 

whole raw 



condenaed 
Mutton fat 
Oat kentel 
Orange juice 

Orange peel 
Palm oil 



McGolIum, Simmonds and Pita 1916c; 

Dutcher, Kennedy and Ecklee 1020; 

Hopkins 1920; 

Mattill and Conklin 1920; 

Mattill 1921; 

Drummond, Coward and Watson 1021. 

McCollum, Simmonds and Steenbock, 

1917; 
Sherman, MacLeod and Kramer 1921. 
Coutte 1918; 
Winfield 1918; 

Sherman, RouBe, Allen and Woods 1921; 
Roeenau 1021. 
Rosenau 1921. 

Drummond and Coward 1920a. 
McCollum, Simmonds and Pits 1917. 
Osbome and Mendel 1920d; 
Hess, McCacn and Pappenheimer 1921. 
Cooper 1921. 
Drummond and Coward 1920a. 



green {Vida aativa) McCollum, SinmiondB and Parsons 

1919a; 
yellow . Steenbock, Sell and Boutwell 1921 ; 

green shoots Coward and Drummond 1021. 



Pig kidney fat 

Potato, sweet 
white 



Rice, unpolished 



McCollum and Davis 191&; 
Drummond and Coward 1920a. 

Steenbock and Gross 1919; 
Steenbock and Boutwell 1920a. 
McCollum, Simmonds and I 

1918a; 
Steenbock and Gross 1910; 
Osbome and Mendel 1020c. 

Guerrero and ConoepoiMi 193& 
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Pood Material 


Literature Reference 


Seaweed green 

(Ulva and Clado- 
phora) 


Coward and Dnimmond 1921. 


Spinach 


Osborne and Mendel 1919, 1919d, 19 
Steenbock and Gross 1S20. 


Squa^ (Hubbard) 


Steenbock and Boutwell 1920a. 


Sunflower 
green shoots 


Coward and Drummond 1921. 


Timothy 


Osbome and Mendel 1919, ig20c. 


Twnato 
seed press cake 


Osborne and Mendel 1920c. 
Finks and Johns 1921. 


Turnip 
green shoots 


Coward and Drummond 1921. 


Whale cHl 


Dnimmond lOlSa. 


Wheat 

embryo 

bran 


McCoUum and Davis 1915a; 
McCollum, Simmonds and Pits 1916. 
Stammers 1921. 



Vitamin A in NnMtion and Health. 

S<Mne of the effects of a lack of sufficient vitamin A in the 
diet have already been given in the discussion of the character- 
isation of the vitamins, and the reasons for our belief in the 
independent existence of at least three of them. These effects 
may now be eununarized briefly as a basis for our consideration 
of the broader significance of this vitamin in the normal physi- 
ology of nutrition and reproduction and the ability to resist 
disease. 

When a diet lacking vitamin A but adequate in all other 
respects is fed to a young growing rat, growth may cease, or 
continue slowly, or may continue for as much as 10 weeks at 
a normal or nearly normal rate, depending upon the store of 
vitamin A in tiie body of the experimental animal at the be^o* 
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nii^ of the experiment and the amount of the experimental diet 
eaten. Under favorable conditions growth continues for some 
time at a nearly normal rate (as indicated by the curves shown 
in Fig. 9 above) during which time the surplus of vitamin A 
possessed at the beginning has presumably become exhausted. 
Growth then slackens and usually soon ceases; often a rather 
rapid lose of weight begins shortly and the animal goes into a 
condition of general decline leading to death. Sometimes, per- 
haps because of unusual stamina or appetite or because he 
receives unrect^nised small amounts of vitamin A in the experi- 
mental diet, the animal remains at nearly constant weight for 
several weeks. 

By the time the body's reserves of vitamin A have been 
exhausted and growth ceases, the animal becomes more suscep- 
tible to bacterial infection, and this lowered resistance often 
shows itself in various ways — most conspicuously in the teii- 
dency of a large proportion of such experiio^tal animals to 
develop a characteristic disease of the eye, vanously known as 
ophthalmia, xerophthalmia, keratomalacia, conjunctivitis, or 
keratoconjunctivitis. This usually begins with a swelling of 
the lids of one or both eyes or with indications that the eye is 
becoming unduly sensitive; then there commonly develops an 
inflamed and catarrhal condition of the conjunctivie with a 
bloody or purulent discharge, the lids becoming scabby or sticky. 
This with the swelling of the lids sometimes results in the eye 
being found completely closed- Often the inflammation extends 
to the cornea and if not treated may result in permanent blind- 
ness, though the animal often dies before the eye disease reaches 
this stage. The typical eye condition undoubtedly involves 
infection and in this sense is not purely a deficiency disease, yet 
it is essentially so, inasmuch aa the dietary deficiency so enor- 
mously increases the susceptibility of the animal to the infection 
as practically to determine the occurrence of the disease. It is 
also very significant that without any other treatment whatever 
the eye disease, if not too far advanced, usually disappears 
quickly when the animal is given any food containing a suffi- 
cient amount of the vitamin A. 

The relation of the diet to this eye disease and its cure waa 
discovered by Osborne and Mendel in 1913. At that time they 
stated that s "type of nutritive deficiency exemplified in a form 
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of infectious diBease prevalent id animals inappropriately fed is 
speedily sUevisted by the introduction of butter fat into the 
experimental rations," and in 1914 they reported "uniform suc- 
cess by substituting codliver oil for a portion of the lard in our 
standard diets. . . . Hot only was growth resumed in most cases 
at a very rapid rate, but all evidence of malnutrition, especially 
the affection of the eyes, promptly disappeared." Similar cures 
by feeding materials containing vitamin A have been reported 
repeatedly by Osborne and Mendel and others since that time 
so that there can be no doubt of the frequent cure of the disease 
by dietary treatment alone. Moreover, its citte by any oth«r 
than ^etary means is doubtful, if allowance be made for the 
fact that on diets only partially deficient in vitamin A the ani- 
mals not infrequently show the eye trouble in some degree and 
recover spontaneously. Bulley (1919) believed the eye trouble 
to be an infection controllable by sanitary precautions and local 
treatment with antiseptics, but Osborne and Mendel (1921) 
found this not to be true in their cases, and Stephenson and 
Clark (1920) have pointed out that the diets used by Bull^ 
may not have been so thoroughly freed from vitamin A as they 
were intended to be. In their own experience Stephenson and 
Clark report the development of the eye disease in 13 of 46 rats 
kept on diets de&cient in vitamin A. Emmett (1920) found it in 
120 out of 122 such cases and in no case on other diets. Osborne 
and Mendel (1921a) in a recent full discussion of the subject 
give the results of an examination of their laboratory records 
of 1000 rats representing essentially the entire group under study 
in tiieir laboratory during one year. The rats were classified 
according to diet and the total nimibers and numbers showing 
eye symptoms were counted with the following results: 

Incidence of Eye Disease m Osborne and Mendel's Rata. 
Nos. B000S999. 

Total Number 

number wtlA eya 

o/ nU*. tj/mptomt. 

On diets deficient in Vitamin A 130 09 

On diets deficient in Vitamin B 22S 

On diets otherwise deficient 90 

On diets experiment&l but presumably adequate.. 201 

On mixed food (etock animals) 348 

1000 ~m 
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"From this summary it will be seen that although nearly 
OUe-half of the thousand rats were on diets undoubtedly deficient, 
not a single case of the eye disease was observed in animals other 
than those experiencing a deficiency in fat-soluble vitamin in 
the ration. The incidence of the disease among this group is 
60 per cent, somewhat higher than that observed by Stephenson 
and Clark, and lower than that reported by Emmett. It should 
be added that in observations on several thousands of rats we 
have never observed distinct symptoms of comparable eye dis- 
ease in any aaimals except those which had experienced a defi- 
ciency of fat^soluble vitamin in their diet." 

The eye disease sometimes appears before complete cessation 
of growth occurs. Most frequently the appearance of the eye 
disease very nearly coincides with the period in which the rat 
ceases to grow and begins to lose weight. Of the 69 cases above 
reported by Osbome and Mendel, 33 showed eye symptcnns at 
approximately maximum body weight; 15 after a decline of 10 
to 20 grams from the maximum; 13 after a loss of 20 to 30 
grams; 8 after a loss of more than 30 grams in body weight. 
The pathology of this eye disease has been studied by Wason 
(1921). 

As the animals approach maturity their requirement for vita- 
min A becomes relatively less as indicated by the fact that they- 
can remain in health for a longer time upon a diet deficient in 
this respect. In how far this means a real diminution in the 
vitamin A requirement and in how far it depends upon the fact 
that the older and larger animal, if it has previously been well 
fed, has a larger store upon which to draw in such emergencies 
is not yet clear; and the solution of the question is complicated 
and difficult because our usual criteria become less serviceable 
as the young animal approaches maturity since growth has now 
nearly ceased and it is reasonable to suppose that the conjunc- 
tival tissue will be less sensitive in an animal which has made 
a normal growth and development than in the young growing 
individual. Full grown rats when placed upon diets lacking the 
A vitamin are less likely to develop the characteristic eye trouble 
than are young growing individuals, but if the experiment is 
sufficiently prolonged eye trouble appears in a considerable pro- 
portion of cas^ even of rats which had grown to maturity on 
good diets. 
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The relation of the eye disease to this dietary deficiency 
(lack of vitamin A) has been experimeDtally demonstrated io 
other speciea as well as rats (Kelson and Lamb, 1920; Steen- 
bock, Nelson and Hart, 1921 — Fip. 11 and 12), and special 
interest attaches to the question as to whether the use of dietaries 
poor in the A vitamin may be a factor in the susceptibility to 
eye trouble in man. McCoUum (1918) writes "There are several 
instances of the occurrence of conditions described in the litera- 
ture as xerophthalmia, which seem to be beyond question, cases 
in which the disease has occurred in man as the result of specific 
starvation for the dietary essenlial, fat-soluble A." The reports 
here referred to are those of Mori (1904) in Japan whose cases 
of xerophthalmia occurring among children at a time of food 
shortage could be cured by feeding chicken livers (liver being 
rich in vitamin A) and those of Bloch (1917) whose casea 
■ among the children of the Danish- poor also responded to the 
feeding of foods rich in the A vitamin. Wells found in Rou- 
mania, and Dalyell in Vienna, cases of children suffering frcsn 
eye trouble which could be cured by codliver oil and presumably 
arose from a deficiency of vitamin A in their food (Blunt and 
Wang, 1921) and recently McCoIlum, Simmonds and Parsons 
(1921) have attributed "night blindness," an eye trouble of fre- 
quent occurrence in Northern regions, to the use of diets poor 
in this vitamin. Appleton (1921), on the other hand, appears 
to doubt the dietary origin of night blindness. 

The observations of Bloch referred to above, as well as some 
later investigations by the same author, have recently been pub- 
lished in English (Bloch, 1921) under the auspices of the British 
Committee on Accessory Food Factors, on account of their 
unusual interest when considered in conjunction with the experi- 
mental production of the disease in rats by a deficient diet. The 
xerophthalmia observed among these Danish children was 
regarded as one phase of their condition of malnutrition. The 
eye disease appears to have been quite definitely related to 
deficiency of vitamin A in the diet since it was cured by feeding 
with whole milk or with codliver oil and in 1918 the disease 
nearly disappeared from the community coincidently with the 
general introduction of butter into the dietary of the poorer 
people, this being brought about through government food regu- 
lations. Seasonal variation of the incidence of the disease was 
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studied and it wae found to be moat prevalent in the seasoQ at 
which children make their meet rapid growth. "As xert^thakoia 
is caused by the absence of B(Hnethiag essentaal to growth, it is 
logically to be expected that the disease will predominate during 
the part of the year when the organism consumes the largest 
quantity of this lipoid material (vitamin A) for its growth, as 
is here found to be the case. It is also suggested that the specific 
lipoid (vitamin A) may be necessary for the formation of anti- 
bodies against infection and may be continually used up in this 
process as well as in growth." 

That lack of vitamin A may lead to weakness or abnor- 
mality of other tissues as well as those of the eye, has beta 
shown by the work of several investigators. Osborne and Men- 
del (1021a) refer to diarrhea and diminished appetite as fre- 
quently resulting from this lack; and they have definitely cor- 
related it (1917d) with the occurrence of phosphatic renal calculi 
among then- experimental animals. McCollimi (1917) and also 
Drununond (1919b) report increased susceptibility to infections 
of the respiratory system. 

Steenbock, Sell and Buell (1921) confirm this and suggest 
that the failure to develop the characteristic eye disease in soma 
cases may be due to a measuni of immunity acquired through 
the respiratory infection. As symptoms of the respiratory infec- 
tion, the incid^ce of which is regarded by these authors "as part 
of the syndrome induced by fat-soluble vitamin deficiency," 
they mention "a nasal or bronchial catarrh or even pulmonary 
infection with mucous or purulent exudate, at times even result- 
ing in hemorrhage. Animals thus afflicted in the early stages 
of the disease sneeze and cough violently but later as the inflam- 
mation becomes c(xifined more to the lungs, the coi^ subsides, 
and dyspnea becomes very pronounced with the slightest 
activity." 

In agreement with other observers, these authors have also 
noted evidences of cutaneous malnutrition in animals deprived 
of vitamin A. Such affections are more usual in rata over four 
months old and may take the form of scabbiness of the tail or 
ears, sotcs or abnormal growths on the nose, thin and bushy 
hair, and Koe feet. 

It is su(Q;ested that rats on diet« suspected of being deficient 
in vitamin A should be observed for all such symptoms as well 
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aa for eye disease and failure of growth, and that judgmeDt be 

baeed oa the sum total of indicatione (Steenbock, Sell and Buell, 

1921). 

Vitamin A and rickets. — E. Mellanby (1919) in an extended 
study of ei^terimental rickets in puppies obtained results for the 
most part in keeping with the view that rickets is due primarily 
to a deficiency of vitamin A. This view was adopted, although 
with stmte reservation, in the British Conunittee Report (Hop- 
kins, Chick, Drummond, Harden and Mellanby, 1919) and has 
been so completely accepted by some as to lead them to speak 
of vitamin A as the "antirachitic vitamin." It is certain, how- 
ever, that vitamin A does not bear any such simple and direct 
controllmg relation to rickets as does vitamin B to beriberi or 
vitamin C to scurvy. Sherman and Pappenheimer (1921, 1921a) 
showed that rickets may be caused or prevented by changes in 
the mineral elements of the food without any alteration of either 
the protein oi the vitamin components of the diet, and this has 
been confirmed by Shipley, Park, McCollum, Simmonds and 
Parsons (1921). Furthermore, Hess, McCann and Pappen- 
heimer (1921) have found that deficiency of vitamin A in a diet 
otherwise adequate does not lead to rickets. It is quite possible 
that rickets may develop more readily upon diets poor in vita- 
min A than on those which contain it in abundance. But the 
mineral elements evidently bear a more direct relation to the 
disease than does the vitamin and it is certamly misleading to 
speak of vitamin A as "the antirachitic factor" of the diet. 

The subject of rickets is still under active investigation and 
therefore can be discussed only in tentative terms. Since the 
preceding paragraph was written, McCollum, Simmonds, Shipley 
and Park (1921a) , in a further discussion of their own results 
and those previously published by Sherman and Pappenheimer. 
conclude that both the ratio between calcium and phosphorus 
and the proportion of vitamin A or some related substance are 
factors in the production of rickets. Regarding the vitamin 
factor they have found codliver oil effective in preventing and 
curing rickets in doses in which butter fat is not. If this dif- 
ference between codliver oil and butter fat is qualitative and not 
merely quantitative, then either "vitamin A" stands for different 
substances in the two cases or codliver oil contains an anti- 
rachitic as well as an antixerophthalmic substance. On this 
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point McCoIlum, Simmonds, Shipley and Park say, "We ate at 
present UDwilliDg to commit ourselves to the view that the anti- 
xerophtbalmic factor and the factor concerned in the ossiflcaUoa 
and growth of the skeleton are distinct, though we are prepared 
to acknowledge that such may be the case. We, therefore, use 
fat-soluble A to describe both the antirachitic and the anti- 
xerophthalmic factors, assuming that the former has a separate 
existence." They conclude (1921b, p. 508) that their "experi- 
ments showed that it was poseible to produce a pathological caa- 
dititHi in the rat unquestionnbly similar to the rickets of the hu- 
man being through the diet alone. In the second place, they 
showed that rickets could be induced by meana of a ration the 
faults of which were clearly defined and sharply limited, viz., defi- 
ciencies in phosphorus and fat-soluble A. In the third place, they 
indicate that deficiency of phosphorus in the ration insufficiently 
supplied with fat-soluble A would give rise to rickets only when 
calciimi was present in a ratio considerably higher than the 
calcium-phosphate ratio which is optimal for ossificati<m." 

Korenchevsky (1921) has reported that diets deficient in cal- 
cium alone produce changes in the skeleton of the rat resembling 
but not identical with rickets and that these changes are more 
marked when the diet of the mother durii^ lactation has also 
been deficient in calcium. Deficiency in vitamin A caused 
changes similar to rickete and in s<Hne cases Epical of rickets, 
the latter being true only of rata whose mothers had also been 
fed on diet deficient in vitamin A during pregnancy and lacta- 
tion. Changes typical of rickets occurred most frequently on 
diets deficient in both calcium and vitamin A. Korenchevsky 
is of the opinion that "vitamin A is apparently closely related 
to the metabolism of calcium in the organism particularly in the 
bone." 

Dalyell and Chick (1921) and Hume and Nirenstein (1921) 
report an apparent correlation between lack of vitamin A and 
the "hunger-osteomalacia" so prevalent in Vienna at the dose 
of the World War. In the dietetic treatment of this condition 
little improvement resulted from increasing the energy value 
of the meager diet consisting chiefiy of bread and sauerkraut 
by the addition of cereals or sugar but rapid recovery followed 
the addition of fats rich in vitamin A particularly codliver oil. 
These investigators also note the increase in Vi^ma of rickets 
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in children and late rickets in young adults eimultaneously witli 
the occurrence of hunger-osteomalacia and suggeet that lack of 
vitamin A may be an important factor ccmimon to these dis- 
orders. 

In this connection howeyer we must not fail to keep in mind 
the facts, established by recent American work, that lack of 
vitamin A does not of itself cause rickets, the more essential 
cause being a disproportion between the calcium and the phos- 
phorus of the food; and that this disproportion may be due to 
an absolute or a relative deficiency of either calcium or phos- 
phorus, the histological results being apparently somewhat dif* 
ferent in the two cases. 

Meantime Huldschinsky (1920) and Hess and Unger (1921a, 
lS21b, 1921c) emphasize the potency of ultraviolet rays and 
direct sunlight in the prevention and cure of rickets and suggest 
that the marked seasonal variation in the incidence of rickets 
may be due to the fact that lack of sunlight is a larger factor 
in bringing about the disease than is any dietary deficiency. 

An hypothesis consistent with all these observatioofl would 
be that a low mtake of phosphorus with faulty ratio of calcium 
to phosphate creates a tendency toward rickets, which, however, 
may be prevented or cured either by a sufficient amount of vits< 
min A or by adequate exposure to direct sunlight or to ultra- 
violet rays. 

Relation to dentition. — M. Mellanby (1918) showed that 
diet has a marked effect upon the development of the teeth in 
puppies, and the nature of the dieta used makes it appear prob- 
able that vitamin A was an important factor in the results 
obtained. As summarized by the British Committee, "Appar- 
ently the formation of calcified enamel and the adequate spac- 
ing of the teeth in puppies is dependent on an abundance of 
some such factor. In human beings calcification of the teeth 
is a much slower process and continues till the eighteenth year. 
In order to ensure perfect calcification of the teeth, therefore, it 
is necessary that the diet should contain adequate supplies of 
the accessory food factor up to this time, and a deficiency at 
any period will be reflected m a corresponding defect in the 
formation of the teeth." 

Relation of vUanan A to general vigor. — As the result of his 
extended investigation of the dietary properties of the various 
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types of food, McCollum concludes that dietaries deficient in 
Titamin A and in calcium content are of relatively frequent 
occurrence; that euch deficiencies lower the vigor of the body 
and its ability to resist disease; and that as the result of such 
weakening there develops an increased susceptibility so that 
the incidence of any of a number of diseases such as tuberculosis 
and pellagra may be largely influenced by the adequacy of the 
diet as regards vitamin A. 

Whether the relation of vitamin A to these diseases proves 
to be important or not, experiments upon laboratory animals 
have already quite definitely shown that general vigor as ex- 
hibited not only in growth but also in capacity for reproduction 
and successful suckling of the young, is dependent in large meas- 
lire upon the amount of vitamin A in the food. Drummond 
(1919b) stated that a liberal allowance of vitamin A resulted 
in better reproduction, and McCollum as well as Steenbock and 
their associates have repeatedly published implied confirmation 
of this finding by reporting cases in which on diets which were 
being tested for vitamin A the amount of this factor appeared 
adequate for growth but not for reproduction, or for reproduc- 
tion but not for rearing of the young. Direct comparisons of 
dietaries otherwise identical but differing in their content of 
J>utter fat or by the substitution of butter fat by lard, are show- 
ing that such differences in the vitamin A contents of two diets, 
even though both are adequate for growth and apparently for 
general health, may have a most marked influence upon the 
capacity to produce and rear young (Sherman and MacLeod, 
unpublished data, see Figs. 13 and 14). 

By means of the methods developed by Evans and his co- 
workers in the Department of Anatomy of the University of 
California, Evans and Bishop (1922) have thrown further light 
upon the significance of vitamin A in relation to reproducti(m. 
While the details of their work have not been published at the 
time this is written, we are enabled by the courtesy of Dr. Evans 
to quote the following advance abstract prepared by him; 

"Studies herein reported confirm the impression that rats may 
be successfully reared on diets poor in vitamin A if the diet is 
not too deficient in this essential. They may for months grow 
normally and not suffer from the so-called zeropbtbalmia. It 
must be admitted that we have not had previously a method 
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Fia. 14.~fihowing comparison of diets coDtajouig different amounta of 
vitamin A similar to the comparison shown in Fig. 13 except that in Uua 
case the diets consisted of whole wheat, dried skimmed milk and Urd or 
butter reepectiTelr, so as to ccmtain the same proportion of fat and differ 
only in fat-eoluble vitamin contained. Again there waa little difference 
in growth but the diet conttuning the higher proportion of vitamin A re- 
suited in a much higher degree of vigor as shown by capacity for repro- 
duction and succenful suckling of young. In this case only one pair each 
of the second and third generations is charted. (Sherman and MacLeod, 
unpubliabed data.) 
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for the detection of deficienciea in this vitamin which, never- 
theless, permit fair growth and apparent health. Studies on the 
oestroug cycles of such rata show that they may suffer from an 
invariable and contiQuous abnormality or disfunction of the 
ovaries. 

"It has previously been shown in this laboratory that ovula- 
tion in the rat can be detected in the living animal by a series 
of histological changes in the vaginal smear, changes which are 
correlated with the growth, maturation and rupture of the 
Graafian follicles at periodic intervals. When for any reason 
the follicles are unable to completely mature (as i& animals 
treated with hypophyseal substance) vaginal oestrous changes 
are absent. A totally different picture is produced if follicles 
develop but are unable to rupture; imder such circumstances, 
the oestrous changes may be remarkably prolonged, and the 
dioestrouB pause in fact obliterated. As Evans and Long have 
shown, this occurs as a rare anomaly in lai^ colonies of animals. 
But this prolongation of oestrous vaginal changes and failure of 
ovulation occurs in 100 per cent of animals reared on diets which 
are low in vitamin A but which have nevertheless permitted 
preliminary nonnal growth. We have used typical diets em- 
ployed by E. V. McColliuQ and by T. B. Osborne and L. B. 
Mendel, in which the chief fat content was furnished by lard. 
On the administration of small quantities of dried, powdered 
leaves of young succulent alfalfa or of small quantities of butter 
fat, this characteristic abnormality in oestrus and ovulation 
was cured." 

Reynolds and Macomber (1921) have also found a decrease 
in fertility to result from a paucity of vitamin A in the diet. 

The vitamin A which the body stores when well fed prob- 
ably constitutes a very important resource which can be drawn 
upon to enable the organism to meet either the normal increased 
demands of reproduction and lactation, or emergencies such as 
subsequent dietary deprivations. The survival periods of mature 
rats when placed upon food deficient in vitamin A with or with- 
out other dietary deficiencies have been found to vary greatly 
accordii^ to the nature of his previous dietary and especially 
its richn^s in vitamin A (Sherman, MacLeod and Kramer, 
1920; Sherman and Kramer, unpublished results). 

While the need of vitamin A is most readily demonstrated 
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upon youDg animals, Drummond (1919) has found that the 
adult animal organism requiree a supply of vitamin A which 
apparently need not be so large as for the young growing animal 
but which nevertheless is an important factor in the maintenance 
of health. "It appears probable that the resistance to diseases 
of bacterial origin is seriously impaired by a failure of the 
animals to obtain s sufficient supply of the fat-solublQ factor. 
There is therefore every reason that great care should be taken 
to ensure that dietaries of adulta contain an adequate supply 
of foodstuffs in which fat-soluble A is present." 

While several writers have emphasized the conspicuous rela* 
tion of vitamin A to growth and the decreased need of the adult, 
Bune even raising the question whether vitamin A is necessary 
to adults or not, it has been suggested by Sherman, MacLeod 
and Kramer (1920) that the apparent independence of the adult 
as regards the vitamin A contest of his daily food may really 
be due in large measure to the store of this vitamin carried in t^e 
body of an adult whose food has normally contained a liberal 
amount of this substance. In accordance with this view it is 
found quite consistently in a considerable number of unpublished 
experiments that if normal adults of the same age and origin but 
whose previous food has been different are placed upon the same 
diet deficient in vitamin A, the survival period is materially 
longer for those whose previous diet had been richer in vitamin 
A and thus had enabled them to lay up a larger store. 

Since the body is evidently able to store relatively much more 
of vitamin A than of the other vitamins, and since this store is 
probably a very important safeguard and resource, it seems wise 
that those who can afford it should invest rather liberally at all 
ages in food rich in vitamin A, knowing that in this case the 
body will store the surplus to an extent and with an efficiency 
which is not to be expected in the case of most other nutrients. 

Sninmaiy of Propertdea of Vitamin A. 

Vitamin A is also known as the fat-soluble vitamin, fat- 
soluble A, the antixerophthalmic vitamin, or sometimes as "anti- 
rachitic" vitamin, j 

It is distinguished from vitamins B and C both by its solu- 
bililjes and by its physiological effects. 
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Vitamin A wae first discovered in butter fat, e^ yolk fat, 
codliver oil, and the body fat of beeves. In these animal sources 
it occurs dissolved in the fat (boice "fat-soluble A") and is 
extracted along with the fat by fat-solvents. In plant materials 
vitamin A is not necessarily associated with fats and not always 
extracted by fat-solvents, the results of different investigators 
being somewhat at variance on this latter point. While its solu- 
bility in ether is thus variously reported, all observers agree that 
vitamin A is soluble in alcohol, and, at least as found in the 
animal body, is soluble in fats. In general, ihe solubilities of 
vitamin A would place it among the lipoids and it undoubtedly 
has been responsible for at least a part of the nutritive ^ciency 
sometimes attributed to lipoids in the past. All attempts to 
identify vitamin A with any known lipoid, glyceride, or fatty 
acid have, however, failed and there is no evidence to identify it 
with any chemically known substance. 

To explain his observations that vitamin A as found in animal 
products is freely soluble in fats and dissolved with Uiem by 
ether, while ae it occurs in plant products it appears much less 
soluble, McCk>llum su{^;ested the hypothesis that this vitamin 
exists in the plant in a state of chemical combination in which 
it is not soluble (or at least not freely soluble) in fats and fat 
solvents, but which is resolved by the animal digestive juice 
setting free the vitamin. A which thereafter remains free and 
fat-soluble in the animal body and the products derived from it. 
Osborne and Mendel however extracted vitamin A along with 
some fat and coloring matter, directly from dried spinach by 
means of U. S. P. ether. 

Several observers report that vitamin A is not destroyed 
when fats containing it are saponified by means of non-aqueous 
caustic alkali; and it has been inferred from this that it is not 
an ester, which in our opinion does not necessarily follow, 
although it may be true. Vitamin A dissolves to some extent 
in water, though accordit^ to McCollum's estimate it is 30 times 
more soluble in fat than in water. 

While thus difTering sharply from vitamins B and C in its 
much greater solubility in fat than in water, it appears to stand 
in an intermediate position between B and C as regards its 
stability to heat, and to resemble C rather than B in its sua* 
ceptibility to oxidatim. 
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ZUva found vitamin A destroyed by ultraviolet light under 
conditions which did not destroy B or C. Recently, however, 
he appears to feel that this destruction may have been due to 
oxidation of vitamin A by the osone which was formed and came 
in contact wiUi the vitamin-containing fat during the exposure 
to the ultraviolet light. 

Feeding experimeDta show vitamin A to be entirely distinct 
from vitamins B and C since it will not take the place of B in 
preventing beriberi in pigeons or promoting growth of rata, nor 
of C in preventing scurvy and promoting growth of guinea- 
pigs. 

Vitamin A is essentjal to growth and has BCHueUmes been 
called the growth-promoting vitamin. When the intake of vita- 
min A is inadequate, not only is growth inhibited after a time, 
but there also devel(^s increased susceptibility to infection. 
This shows itself conspicuously and characteristically (but not 
invariably) in the development of tiie eye disease variously 
known as ophthalmia, xerophthalmia, conjimctivitis, and kerato- 
malacia. 

The weakening of the body by lack of vitamin A is not con- 
fined to the tissues of the eye and it is more or less generally 
believed that a lack of this vitamin is a factor in such diverse 
diseases as renal calculus, rickets, pellagra and tuberculosis. 

The amount of vitamin A in the food has also been found 
to have a marked influence upon the capacity for reproduction 
and successful suckling of the young. 

In plants the gre^ leaves, and among foods of animal origin 
milk and its products and eggs, are the most important sources 
of vitamin A. The glandular organs contain more than the 
muscles and the germs of seeds contain more than the endosperm. 

The occurrence of vitamin A has been correlated with 
metabolic activity by McCollum and with carotinoid pigment by 
Steenbock. 

So far as known the animal body does not ^nthesise vitamin 
A. The body has, however, evidently a much greater capacity ' 
for storage of vitamin A than of vitamin B or O. 

The vitamin A thus stored in the body appears to be an im- 
portant factor in its general stamina and ability both to resist 
disease and to meet the demands of reproduction and lactation. 

Since vitamin A is so important both in health and ( 
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and since any surplus received in the food can be stored in the 
body for future use, it appears wise that foods known to be rich 
in vitamin A, notably milk in its various forms and the green 
vegetables, should be used in the diet as liberally as is prac- 
ticable. 
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Chapter "V. 
Vitamins ia the Problem of Pood Supply. ■ 

In the preceding chapt€r8 we have attempted to set forth 
the most important of our present knowle^^ of each of the 
three generally recognized vitamins in turn. It is felt that iu 
conclusion a short chapter should be devoted to the place of the 
vitainins in the practical problem of providmg an adequate and 
economical food supply. 

While as yet we know neither the exact chemical nature of 
the vttamine nor precisely the manner in which they exert their 
physioli^cal effects, yet sufficient data regarding their distribu- 
tion in foods and their ugnificance in nutrition are now at hand 
to make possible an intelligent use of food so as to provide 
adequately for our vitamin needs along with our other nutj-i- 
tional requirements, and without going beyond the range of our 
ordinary staple articles of food. 

Health is defined as "Soundness of body; that condition of 
a living organism and of its various parte and functions which 
cimduces to efficient and prolonged life; a normal bodily condi- 
tion. Health implies also, physiologically, the ability to produce 
offspring fitted to live long and to perfoim efficiently the ordinary 
functions of their species." (Century Dictionary.) 

It will be noted at once that this whole broad conception of 
health is included within the standards by which we now judge 
the nutritive value of a food cff a ration in feeding experiments 
with laboratory animals. 

Since nutritional requirements as stated in chemical terms 
appear to be the same for all species of animals which have 
been studied, it is safe to infer that in the same sense the essen- 
tials of adequate food supply are the same for mankind the 
world over. These requisites are: sufficient amounts of digest- 
ible organic nutriente to yield the necessary number of calories 
of energy; enough protein of suitable sorts; adequate amounts 
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and suitable proportioss of a number of mineral or inorganic 
elements; and enough of each of at least three kinds of food 
hormoneB or vitamins. 

From one point of view it is perhaps unfortunate that the 
energy value of food and the enei^ needs of the body are 
expressed in terms of caloiies, because the body is not a heat 
engine. The steam, engine analogy so often employed to illus- 
trate the functions of food, needs refurbishing not only because 
it is threadbare but also because it is both incomplete and mis- 
leading. Somewhat better may the body be likened to a gaso- 
lene engine, in which the motor energy comes not from heat but 
more directly from the chemical reaction involved in the explo- 
sive oxidation of the fuel, the heat beii^ a by-product or end 
product of the motor energy and not its antecedent as in the 
heat engine. 

If, then, one employs the analogy of the gasolene engine, the 
oi^anic nutrients, fats, carbohydrates and proteins correspond to 
the fuel; the proteins and some of the mineral matters to ma- 
terials of which the motor is made; other mineral matters to the 
lubricant; and the vitamins to the ignition sparks whose own 
energy is insignificant, but without which the engine cannot 
run however fine the material of which it is built or however 
abundant and appropriate the supplies of fuel and of lubricant. 

The amounts of the various nutrients which are needed daily 
by the body for its normal nutrition have now been sufficiently 
studied, so that in the main each "requirement" may be stated 
in more or less definite quantitative terms. Thus the total food 
requirement (or energy requirement) is stated in calories per 
man per day ; the requirement for protein, calcium, phosphorus, 
or iron, in grams per man per day. The vitamin requirement 
cannot be stated in terms of actual weight of the respective vita- 
mins, but the percentages of certain foods, rich in one or more 
of these dietary essentials, which suffice to make an other- 
wise satisfactory diet adequate for normal growth and repro- 
duction in laboratory animals have been determined for a suffi- 
cient number of cases to enable us to take account of this factor 
of food value in considering the prominence which should be 
given to each type of food in planning an adequate and eco- 
nomical diet. 

According to the "law of the minimum" any one of the neces- 
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sary factore of nutrition may become the limiting factor. As 
recently stated by Hopkins (1921): 

"What we have actually to recognize is that each of several 
factors may become that which limits efficiency, and tiiat no one 
of these is in any strict sense more important than any other. 
Normal nutrition calls for a certain minimum of each one and 
every one. If a diet is harmoniously balanced in a chemical 
sense, then indeed energy does become the sole limiting factor. 
Nutrition then fails, of course, only when too little of the diet is 
eaten to yield the essential minimum of energy. But the supply 
of fat may become the limiting factor, and no less that of carbo- 
hydrate. Or, again, when the supply of energy consumed is 
ample, with fat and carbohydrate duly adjusted, the circum- 
stance that a single essential amino acid in one case, or a vita- 
min in another, is present in amount below the necessary mini- 
mum converts each of these in turn into the factor which limits 
utilization. Small as the necessary minimum in either case may 
be, unless it is reached the proper use of the rest of the diet ia 
reduced to a degree which is proportional to the deficiency. If 
the deficiency be complete normal utilization is altogether im- 
possible." 

Just what prominence should be given to each type of food 
in the provisioning of a given family or community is, therefore, 
a problem calling for consideration of many factors. Even if 
the social and p^cholc^cal significance of food be left for otJiers 
to discuss, we must still keep constantly in mind both tiie eco- 
nomic and the physiological aspects of nutrition if we are to 
make the best use of our food supplies. ' 

How best to draw upon the different types of food in meet- 
ing the nutritive requirement, or how best to divide the money 
devoted to the purchase of food, must always remain to some 
extent an individual problem, but the solution of the problem can 
be greatly facilitated by an intelligent consideration of our exist- 
ing knowledge of the nutritional characteristics and economic 
relationships of our different staple articles and types of food. 

Taking nutritive requirements in the sequence above men- 
tioned, we may group the chief types of food according to the 
nutritional significance of each, somewhat as follows: 

1. Grain products— economical sources of energy and pro- 
tein, but not satisfactory in their mineral and vitamin content. 
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2. Sugan and fats — chiefly significant from the nubiticmsl 
standpoint as supplementary sources of energy, although some 
animal fats are important sources of vitamin A. 

3. Meats, including fish and poultry — ^rich in protein or fat 
or both, but, in general, showing the same mineral and vitamin 
deficiencies as do the grains. 

4. Fruits and vegetables — varying greatly in their protein 
and energy values but very important as sources of mineral ele- 
ments and vitamins. 

5. Milk — important as a source of energy, protein, mineral 
elements and vitamins and possessing imique efficiency as a 
growth-promoting food. 

The relative values of different articles of food as sources 
of vitamins are indicated very roughly by the accompanying 
table based on that of the British Medical Research Committee 
(Report No. 38) as modified by M. S. Rose (Laboratory Hatid- 
book for Dietetica, 1921) and here rearrai^ed to approximate 
tiie order of the above classification of food materials. Dairy 
products not otherwise classified and eggs fallow milk in the table 
as here arranged. The use of one or more -^ signs to indicate 
the richness of the food material as a source of the vitamin it 
retained in the sense in which it was used in the original tabula- 
tions, namely as "an attempt to give s<»ne idea of relative values 
in the absence of strictly comparable quantitative data." 
Numerical expressions of relative values would at present hardly 
be justified beyond a few foods as sources of vitamin A at S 
and a somewhat larger number as sources of vitanoin C. The 
looser form of comparison for a larger number of foods is cer- 
tainly more representative of present knowledge. 

Distxibntion of Vitamins in Investigated Food Materials. 
+ indicftUs that the food containa the vitamin. 
++ indicatee that the food is a good aource of the vitamin. 
+++ indicates that the food U an excellent source of the vit&min. 
— indicates that the food oontains no appreciable amount of the 
vitamin. 
T indicates doubt as to presence or relative amount. 
* indicates that evidence is lacking or appears insufficient, 

Source ABC 
Oimin prodnots 

Barley, whole + -J-+ — 

Bread, white (water) ... 7 -(- — 
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Source ABC 
Onin FrodncU (Continued) 

Bread, white (milk) . . . + + T 
Bread, whole wheat 

(water) + ++ T 

Bread, whole wheat 

(milk) ++ ++ r 

— Com (iiuu«e), white.... — +4- — 
Com (maise), yellow ... + ++ — 
Cottonseed meal + + *H * 

- Flour, white — + — 

Graina, sprouted + + + T + + 

Malt, green + ++T + + 

Millet ++ + + 

Gate + ++ _ 

— Bice, polished — — — 

- Koe, whole grain + ++ — 

Rye, whole 4- ++ — 

Wheat embryo ++ + + T — 

eDdosperm ^ •\- — 

- middlings, rifimntiirinl * + + + — 

bran + ++T — 

whole + ++ — 

Bngan and Btaroheg 

Qlucoee — -r- — 

Honey — + — 

Starch — — — 

- Sugar — — — 

rati and OUi 

, Beef fat 4. _ _ 

^Butter + + + — — 

Coconut oil — — — 

- Codliver oil +++ — T — 

— ■ Cwn oil + ' — — 

Cottonseed oil +T — — 

Horse fat + — — 

Lard +7 _ _ 

* Be« •xpUutloii Kt bwd of tmblB. Badi ■ In the tabU nuj b« takas h 
a (Dgieatloii tor tnrtb«r iwwrdi. 



DigitzfidbyGOOgle 



THE VITAMINS 



Soierce 



Fats and Oils (Continued) 

Linseed oil — 

Margarine, nut — 

oleo -\- 

Mutton fat + 

r- Olive oil — 

Oleo oil + 

Orange peel oil -|- -f- 

Palm oil + 

Peanut oil — 

Pig kidney fat -{• + 

Whale oil + + 

Meats and Fish 

Brains -f 

Fish, lean — 

fat + 

Heart + 

Kidn^ + + 

-Liver + + 

Meat (muscle) — to-|- 

Meat extract — 

Meat, canned — 

Roe, fish + 

Sweetbreads -|- 



Fniits 

Apples 

Bananas 

Cloudberries 

" canned . . . 

Cocum (dried) 

Grape juice ,,. . 

Grapefruit 

LemcH) juice 

' juice dried 

IJmefl 

• See ezplanktioa mt head ot Ubl«. 
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Source ABC 
Fruits (CoDtinned) 

Mango " • + 

Mulberries • " + 

- Orai^ juice + ++ + + + 

peel + + + + 

Pears • + * 

PnrneB • + — 

Raspberriea • " + + + 

" canned * " 4* + + 

Tamarind, dried " • * + 

^ Tomatoes, raw iT. '..... ' ++ + + + + + + 

canned ++ + + + + + + 

dried ++ + + + + + 

Vegetables 

Alfalfa +++ + + + • 

Beans, kidney • 4- + + " 

navy • + + + — 

aoy + + + + — 

sprouted • " + + 

string, fresh ++ ++ + + 

Beets • + " 

Cabbie, fresh raw + + + + + + + 

cooked + ++ + + 

dried -f- ++ + 

green ++ ++ + + + 

Carrots, fresh raw + + + + + + 

cooked ++ + + 

Cauliflower + ++ + 

Celery • + • 

Cress • • + 

Chard ++ + • 

Cucumber ■ + • 

Dandelion greens + + + + + 

Dasheens — 7 + + 

Eggplant (dried) • ++ * 

Endive + • + 

* Se« eiplBnatlOD at head ot table. 
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Source A 

Vegetables (Continued) 

Legumes, sprouted ' 

— Lettuce + + 

OnioDfi • 

Parsnips , — ? 

Peaa + + 

" sprouted " 

Potatoes, sweet + + 

white raw -{- 

white boiled (16 

minutes) * 

white boiled (1 hour) . • 

white, baked • 

Radish • 

Rhubarb 

Rutabaga — 7 

Sauerkraut * 

— Spinach, fresh -j- + -j- 

dried + + + 

Squash, Hubbard -)- -f 

Swede " 

Turnips — ? 

Nats 

— Almonds -j- 

Brazil nuts — ? 

Chestnut " 

Coconut -|- 

Coconut press cake ~\- 

Filberts • 

Hickory nuts • 

Peanuts -f- 

Pecans • 

Pine nuts + 

Walnuts, black • 

" English " 

• 8«e explatiatloD at head of table. 
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Source ABC 
Milk 

- - Milk + + + ++ + variable 

condensed + + + ++ + variable 

evaporated + + + ++ — ^ 

dried, whole +++ ++ + variable 

dried, Bkim + ++ + variable 

Skimmed milk + +4~ + variable 

Daily prodnotB 

Butter + + + — — 

Buttermilk + ++ + variable 

Cream + + + ++ + variable 

Cheese ++ • • 

Cottage cheese + " " 

Eggs 

— Eggfl ++ + +? 

Egg white . . * 

" yolk + + + + 

Yeaat 

Yeast — + + + — 

Yeast extract — ■ _|,^^ — 

* See eiplanatloD at bend of table. 

In the summary of nutritive requirements on pp. 205-6 we 
have followed the order of the scientific development of our 
knowledge and of the beat sequence for the study of dietary needs 
in placing the energy requirement (calories) first and the mineral 
and vitamin requirements last. In the practical planning of a diet 
or a family food supply, however, it may often seem beat to pro- 
vide first of all for those foods upon which we chiefly depend for 
Uie necessary mineral elements and vitftmins after which the 
remainder of the protein and energy requirement may be covered 
by almost any type of food so far as strictly nutritive needs are 
concerned. When this plan is followed, the one responsible for 
the dietary should first of all provide an adequate supply of milk, 
vegetables and fruit, after -which breadstuffs, meate, fats and 
sweets may be added according to taste, purse, energy require- 
ment and individual digestive powers. 

Lusk has well said that the housewife having a family of 
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five to feed should buy three quarta of milk a day hefore ehe 
buys a pound of meat. "A quart of milk a day for every child" 
is a good rule easy to remember. And it may be added that at 
least a pint a day is desirable for every adult. The division of 
the money spent upon the table among the different articles and 
types of food will vary both with tastes and with the economic 
conditions. In general, the more economically one must live the 
more he will live upon bread or other grain products since the 
grains usually furnish the most calories for the cost and the 
satisfaction of hunger more nearly corresponds with the meeting 
of the energy requirement than with any other one of the factors 
of nutritional need. While this chapter is designed to indicate 
something of the practical dietary application of the facts devel- 
oped in the preceding chapters, yet space does not permit of the 
discufisiDU of actual meal plans. For suggestions of this nature 
the reader is referred to Rose's Feeding the Family. As a "rule 
of thumb" for ensuring a dietary fairly balanced as regards 
mineral elements and vitamins without resort to detailed plan- 
ning it has been found useful to budget the expenditures for food 
and to see that at least as much is spent for vegetables and fruit 
as for meats and fiah, and at least as much for milk in its various 
forms as for all forms of flesh food. Since this suggestion does 
not attempt to fix the relation between expenditures for these 
foods and for breadstufis it is applicable to any level of expendi- 
ture for food. 

But, as war conditions have emphasized, the problem of food 
supply should also be viewed from a broader standpoint than the 
ability of tiie individual household to buy what it needs for its 
own nutrition or to make the best use of the m<Hiey which it can 
devote to the purchase of food. In order to make full use of the 
present knowledge of food chemistry, the facts which have been 
learned r^arding the vitamins and other factors of food value 
should be viewed from the standpoint of t^e wise utiluation of 
food resources as a means of promoting the best nutrition of 
the people as a whole. In the pages which follow, the chief 
groups of foods will be briefly reviewed from this standpoint. 

BrMdataffs and Other Grain FrodactB. 

The cereals and the breadstuffs made from them constitute 
the staff of life almost everywhere, except in the arotic and parts 
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of the tropics, because the grain crops are sufficiently productive 
and QoD-perishable to furnish us our most constant and eco- 
nomical forms of body fuel and at the same time an important 
protein supply. In different countries of the temperate zone the 
cereals and breadstuffs furnish from two-fifths to three-fourths 
of the total calories consumed by the entire population and a 
nearly equal prqiortion of the protein consumed. They may also 
furnish important amounts of mineral elements and vitamins 

Contrasting EffiEcts of Bread Made with Water and 
mtiiMilk 
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Fta. 15. — Weight curves ahonioe marked difference in nutritive value 
of bread made with and without milk. (By permigaioQ of the Journal a/ 
Biological ChemigtJT/.) 

unless these are rejected in the milling processes, though in these 
respects the grains are less satisfactory than as sources of energy 
and protein. 

Osborne and Mendel (1919) describe experiments in which 
whole wheat served as the sole source of vitamin B and protein, 
the diet consisting of whole wheat 92, salt mixture 3, and butter- 
fat 5 per cent. This diet, fed to young rats, induced normal 
growth and reproduction although its protein content was only 
10 per cent and this solely the protein of a single seed. Adult 
rats were well maintained, in Osborne and Mendel's experiments, 
on a diet in which the sole protein was that of whole wheat and 
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its pr(^>ortion only 7 per cent of the weight, ot fi to per cent 
of the total calories^ of the food mixture. 

Patent flour representing only the endoaperm of the wheat 
kernel ehowB a much lower vitamin content than whole wheat 
and also a less efficient protein mixture. Its proteins are very 
efficiently supplemented by those of milk. Even a small pro- 
portJon of milk constituents, such as is introduced by the use of 
milk in place of a part or all of the water in bread-making, has 
a marked influence on the nutritive value of bread, as may be 
seen in Fig. 15. The results are, however, progressively better 
with increasing propcn^ions of milk in the diet up to at least one- 
third of the total solids of the food (Fig. 16). 

/fa^ of^ Same Liffer FedDryMHkand 
Dry Bread in lXfferentfft^)oHiona 
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"Sta. 10.— Growth currea of rata receiving different mixtures of driod 
whole milk and dried white bread. (By permiBBion of the Jowwd of 
Biohaieoi Chemiilrv.) 

With milk constituting one-third of the total solids of the 
food intake, ahnost equally good growth resulted whether tiie 
remainder of the diet were whole wheat or patent fiour, and even 
when these were replaced by starch the result was not very 
strikingly different. But when the proportion of milk was de- 
creased so that milk solids constituted one-sixth of the total dry 
weight of food, the superiority of whole wheat to patent flour and 
of patent flour to starch both became strikingly apparent. Ccsn- 
' pare the curves on the left with those on the right of Fig. 17. 
The more a nation depends upon grain as food, the more im- 
portant becomes the question of the best utilisation of the g^m 
of the grain and of the intermediate layers between the fibrous 
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aeed coat and the Btarchy interior of the seed. Both the positive 
fear of digestive disturbance from the less highly refined mill 
products and the skepticism regarding the availability of their 
nutrients to man appear to be exaggerated. The repeated dem- 
oDstrations of the fact that htmian beriberi may occur or be 
prevented depending upon whether a highly-milled or an under- 
nulled rice is used as food certainly shows that the vitamin of 
the so-called coarser products is available to man. 






m 




— 


r~ 


~ 


~^ 


s 


n 


r" 


n 


n 


r 




,' ,! 




















( 


"•'■T'TT ?"""■■- 












Z4t 








// 


'sniiMllk PimdeniPOf&JfFUHjr) 
















-1 


// 
































\ 


Y 






































,, 




%" 










- 




■'* ',. 


' 


(^ 




*,,.,„„, 








/ 














. 


\r 




II' 


« 


i 












— 




•-■ 




/ 




i3lsf4AmPamitr 


^ 


/ 






















/I 


r 




4fWmtFtiA 


^ 


If 




















/^ 




1 1 1 
























T^ 






« 






















^ 


■fix'* 


isfra,) 1 



Tia. 17' — Showing that with a Uberal propOTtion of inillc in the food 
mixture tlie difference in nutritive value between whole whe&t and patent 
flour q>peaiB small but that, as ebown by a compariflon at the r^t of 
the chart, aa the grain product becomes more prominent in the diet the 
■uperiorily of the whole wheat over the patent flour and of the patent 
flour over the starch beoomea more marxed. 



The whole grain also shows its superiority when used in a 
diet for the support of reproduction and lactation in laboratory 
animals. In experiments recently reported, a mixture of five 
parts by weight of ground whole wheat and one part of whole 
milk powder supported normal growth and successful reproduc- 
tion and rearing of young, while a corresponding mixture of patent 
fiour and whole milk powder, while givii^ fairly comparable re- 
sults in growth, was not adequate to the support of normal repro- 
duction and successful suckling of the young (Sherman, Kouse, 
Allen and Woods, 1921). 
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The auperiority of the whole grains over the products repre- 
seDting the endospenu only, is due to several factors. 

Osborne and Mendel found the proteins of wheat embryo 
more efficient in nutrition, and those of the endosperm (patent 
flour) less efficient than those of the entire wheat grain. The 
proteins both of the bran and of the germ are quite efficient in 
supplementing the proteins of the endosperm. When the supe- 
riority of the mineral and vitamin contents of the germ and outer 
layers of the grain are also remembered it is plain that even 
though whole grain products are slightly less completely digested 
they are certainly far superior to the highly milled products in 
nutritive value if the latter tenn be used in as broad a sense as 
the newer knowledge of nutrition demands. Recent work also in- 
dicates that the difference in digestibility between properly pre- 
pared "whole wheat" bread and that made from patent flour is 
less than was formerly supposed. Probably for much the same 
reasons that they are more efficient in nutrition, whole wheat 
products when not properly kept are more susceptible to the 
ravages of insects and microorganisms than is patent flour, so 
that the latter can much more readily be kept for long periods 
witiiout special care. This is a practical consideration of con- 
siderable weight but should not always be all-contrc^iing, for 
the use of whole grain products need not result in lai^ losses 
through spoilage if reasonable care be exercised in the handling. 

It now appears that the difference in completeness of diges- 
tion is much more than compensated by the superiority of the 
whole wheat product in its mineral and vitamin content and in 
the nature of its proteins. In the amount of protein actually 
absorbed from the digestive tract, and in energy value, the differ- 
ence between equal weights of whole wheat and patent flours is 
practically negligible. But a bushel of grain will make many 
more pounds of the actual, or even of the so-called, whole wheat 
flour than of patent flour so that even from the standpoint of 
protein and energy the best economy demands the milling of as 
high a percentage as seems practicable of the whole wheat kernel 
into human food, and from the vitamin standpoint this is also 
true and in much more strikii^ degree. The parts of the grains 
now coDomonly rejected in milling them for human food are, of 
course, by no means entirely lost since their value in stock feeding 
is well known; but to the extent that it may be found wise to 
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increase the fraction of the wheat, rice or maise kernel devoted 
to human consumption there is no doubt that a true gain in 
efficient utilization of food resources will result because other 
and cheaper farm products which are not available for human 
food can be used in the feeding of animals. 

Sugars and Fata. 

Since the present work has to do chiefly with the vitamim, 
and since the relation of fat^soluble vitamin to good nutrition 
and health has been discussed in the preceding chapter, little 
need be said here regarding the sugars and fats. Sugar serves 
only as fuel and owes its popularity not to any nutritional ad- 
vantage over other fuel foods, but simply to the fact that people 
like the sweet flavor. The greater the extent to which we depend 
upon refined sugar as food, the greater the danger that we may 
satisfy the appetite and the energy requirement without bavii^ 
fully covered all the other requirements of permanently adequate 
nutrition. 

Fats also serve only as fuel in meeting the chemical require- 
ments of nutrition, except in so far as butter and same other fata 
carry dissolved in the fat itself one of the necessary vitamins. 
In recent years butter has occupied a unique position because it 
appeared to be conspicuously the richest in vitamin A amoc^ the 
commercial food fate. Further woric in this field indicates, how- 
ever, that the value of butter in this respect is subject to rather 
wide variation. Steenbock, as previously noted, found that pale- 
ness of butter fat indicated paucity of vitamin A; but the present 
custom of artificially coloring butter makes it unpossible for the 
consumer to apply this criterion. The burden of responsibility 
for the maintenance of the vitamin value of butter lies with the 
producer. By intelligent and liberal use of feeds rich in vitamin 
A (such as alfalfa), and care in the manufacture, transportation 
and storage of the product, both butter and other animal fata 
may in time be standardized as commercial sources of vitamin A. 
At present milk, eggs and green vegetables are probably more 
constant sources of vitamin A but fats enjoy favor because of 
other properties. Fat is a large factor in giving to food the 
quality of richness, so that shortage of fat for cookery is felt to 
be a hardship. Moreover, the larger the proportion of fat in the 
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food, the longer it is likely to etoy in the st(»nacb. Food very 
poor in fat tends to leave the atomacfa quickly, and thia reeulta in 
the early onset of himger psngB. Thus the lack of fat is likely 
to be closely associated with the feeling of hunger and consequent 
lowering of morale and of working efficiency. It is largely for 
this reason that so much thought has been given to fat in the 
rationing of the nations at war. The Inter-Allied Scienti&c Food 
Commission .considered it important to set standards for the 
total calories and for the fat of the food supply, though not for 
meat nor for protein. 



Meats are always rich either in protein or fat, often in botli. 
A free use of meat in tiie diet contributes materially to the meet- 
it^ of the energy and protein requirements. While one conmuHily 
thinks of the meats as chieSy significant for the protein which 
they contain, we now have reasons for believing that the popu- 
larity of meat as a food may be due as much to its flavor and ita 
fat as to any benefit to be derived from its protein. Milk and 
eggs are even better sources of protein than meat and there is 
usually a much lai^r surplus of protein than of other nutrieota 
in American dietaries; so it can hardly be because of a need for 
protein that meat ia consumed is such quantity. Moreover, when 
the choice of food has been observed without any attempt to 
influence or control it, there has been found in American house- 
holds a tendency for meat and fat to vary in inverse relation 
to each other in the food supply. Families buying less meat tend 
in general to buy more of the conunercial fats and vice versa. 

Meat is easily cooked and not easily spoiled in the cooking. 
It is easily digested even when hurriedly eaten, and its flavor 
is well liked by most people. These properties have doubtless 
played a large part in its popularity, backed as th^ are by the 
prevalent impression that meat-eating is in some special way 
related to strength and stamina. 

But through the meat-saving campa^ of the Food Admin- 
istration, during the World War, many people have learned for 
the first time that it is usually beneficial to make toilk more 
prominent than it hitherto has been in the average American 
dietary, even if thia necessitates scnne decrease in the amount of 
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meat consumed. It is to be hoped that this shifting of empha»8 ' 
from meats to dairy products in our diet will coDtinue, as it will 
if the matter is fully understood hy the consuming public, and 
must if OUT agricultural resources are to be utilized to the best 
advantage. This does not imply going without meat, but only 
being satisfied with a more moderate quantity than hitherto, and 
with beef chiefly grass-fed, as in most other countries, and not so 
largely grain-fed, now that the grain is needed for feeding people 
and milch cows. 

On this point the National Research Council has recently 
issued the following statement prepared and imanimously adopted 
by its Cmunittee on Food and Nutrition. 



Meat and Milk in the Food Supply. 

(Committee on Food and Nutrition of National 
Rebbarch Council, April 3, 1920.) 

"It has long been known, but perhaps never sufficiently em- 
phasized, that the milch cow returns in the human food which she 
yields, a very much larger share of the protein and energy of 
the feed she consumes than does the beef animal. Doctcv Annsby 
{Science, August 17, 1917) has estimated that of the energy of 
grain there is recovered for human consumption about 18 per 
cent in milk, and only about 3.5 per cent in beef. 

"In the report on the food supply of the United Kingdom, it 
was estimated that to produce 100 calories of human food in the 
form of milk from a good cow, required feed equivalent to 2.9 
poxmds starch; 100 calories milk from a poor cow was estimated 
to require the consumption of 4.7 pounds ; and 100 calories of beef 
from a steer two and one half years old, to require 9 pounds 
starch equivalent in feed. 

"Stated in terms comparable with those of Dr. Annsby this 
would mean that the good milk cow returns 20 per cent of the 
energy value of what she consumes; the poor milk cow 12 per 
cent; the good beef steer 6 per cent. Although this estimate is 
more favorable to the beef steer than is that of Dr. Annsby, yet 
even here it will be seen that the poor cow is twice as efficient, 
and the good milk cow more than three times as efficient as the 
beef steer in the conservation of energy in the food supply. 
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"CoDsidering the whole length of life of the animal, Wood 
estimates that the cow returns in milk, veal and beef, 1/12 as 
much food as she has consumed, while the beef steer returns 
only 1/64; in other words, the cow is five times as efficient as 
the beef steer when the whole life cycle of the animal is 
considered. 

"Similarly it has been eatimated by Cooper and Spillman 
(Farmer's Bulletin, U. S. Department of Agriculture) that the 
crops grown on a given area may be expected to yield from 
four to five times as much protein and energy for himian con- 
sumption when fed to dairy cows as when used for beef produc- 
tion. As Wood has very strikingly shown, the longer beef ani- 
mals are fattened on grain, the less economical the process 



"Quite recently Dr. Armsby has pointed out {Yale Review, 
January, 1920) that 'the dairy cow shows the highest efficiency 
of any domestic animal, both as regards conversion of food into 
milk and availability of the product for man.' 

"Not only is the milk cow several times more efficient than 
the beef steer in the conservation of proteins, fat« and carbohy- 
drate for human cimsumption; in the gathering and preparation 
of mineral elements and vitamins she contrasts even more favor- 
ably with the beef animal. It is largely because of its richness 
in calcium and in fat-soluble vitamin that milk is the most effi- 
cient nutritional supplement to bread or other grain products. 

"Meat is strikingly poor in calcium and does relatively little 
to balance a diet consisting largely of bread or of other products 
of seeds. It does, of course, supplement the protein, but Ameri- 
can dietaries would nearly always be adequate as regards protein 
even without the meat that they contain. On the other hand, 
dietaries containing little or no milk are very apt to be inade- 
quate as regards calcium. Detailed analysis of the results of 
hundreds of American dietary studies shows that in practice the 
adequacy of the calcium intake depends more largely on the 
adequacy of milk supply than upon any other factor, or in fact 
upon all other factors combined. 

"The vitamins furnished by bay and grains and thus con- 
sumed by cattle are stored in the animal's tissues to only a 
limited extent, but are transferred in relative abundance to Uie 
milk. Hence, the vitamins of the coarse material not directly 
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available as human food, are brought into fonn for man's use 
very efficiently through milk production, and very inefficiently 
through the production of meat. Thus, the result of recent 
studies in nutrition which have made clearer the importance of 
the mineral elements and vitamins, is to emphasize strongly the 
great desirability of more abundant milk supply, even if this 
should somewhat reduce the production and consumption of 
meat. Our present knowledge of nutrition justifies more fully 
than ever before the statement that 'the dietary should be built 
around bread and milk,' bread or other grain products being the 
foods which furnish the most nutriment for their co3t (whether 
in money or in land and labor) and milk being by far the most 
efficient nutritional supplement to bread or other grain products. 

"Somewhat more of our grain crops than at the present should 
come directly into human consumption to augment the bread 
supply, and of the grain fed to cattle more should be used for 
the production of milk, and less for the production of meat. 

"In general, 10 pounds of grain may be expected to produce 
not over 1 pound of meat ot about 3 quarts of milk. If the 3 
quarts of milk eost the consumer more (because of greater labor 
coat to produce) they are also certainly worth more to him. In 
so far as things so different as meat and milk in their nutritional 
properties can be compared, it is fair to say that one quart of 
milk is at least as great an asset in the family dietary as is a 
pound of ineat. The per capita consumption of meat in the 
United States is so high that it might be reduced by one third or 
even one half with little or no nutritional loss, while a correspond- 
ing increase in milk consumption would certainly constitute a 
great improvement in the average American dietary. 

"We are confident that a moderate shifting of emphasis from 
meat to milk will help in the normal evolution of American 
agriculture and improve the food economy and public health of 
the American people." 

This statement of the National Research Council should not 
be construed as necessarily reflecting upon the prominence of 
meat.in the American dietary but rather as primarily & plea for 
an adequate milk supply. America is fortunate in having such 
ample agricultural resources that our milk supply can be in- 
creased and our meat supply still continue fully adequate if not 
quite 80 high ae in the past. 
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A moderate amount of meat oftea serves a very ueeful pur- 
pose in stimulating the appetite so that more food is consumed, 
and probably also promotes the secretion of gMtric juice so that 
the food is more promptly digested in the stomach. But it should 
always be kept in mind that in order to get the full benefit from 
the meat it should not be taken in so large quantity aa to dis- 
place too much of other food, 
but should rather be added in 
aioderate amounts to a dietary 
in which the vitamins and min- 
eral elements are already pro- 
vided for by ample supplies of 
milk, vegetables and fruit. 

It is especially to be remem- 
bered that as a group the meats 
show the same deficiencies in 
mineral elements and vitamins 
as do the grains, so meats are 
of little value in supplementing 
breadatuffs and other grain 
products in these important re- 
spects. 

Fig. 18 shows growth curves 
of rats which when about taie- 
third grown were placed on 
diets consisting respectively of 
bread and meat, bread and 
butter, and bread and. milk. It 
will be seen that the diet of 
bread and meat resulted in bet- 
ter growth at first. In fact, 
for a length of time correspond- 
ing to more than a year in the life of a child, the animal receiving 
bread and meat appeared to the best advantage. Later, however, 
the deficiencies of the bread and meat diet manifested themselves 
first in a slackening and finally in a cessation of growth and the 
gradual development of a less vigorous condition. The animal 
receiving bread and butter grew slowly but steadily until finally 
he overtook the one receiving bread and meat and they both 
became moribund at about the same point. Bread and milk 
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FiQ. 18. — Grovtb curves of mftle 
rats of the same litter which when 
about one-third Krown were placed 
upon diets of oread and meat, 
bread and butter and bread and 
milk reapectively. See teitt. 
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resulted in steady good growth, always much superior to that 
on bread and butter, aud overtaking and surpassing that on 
bread and meat in a time corresponding to about two years in 
the life of a child. We have here at least a strong hint and 
perhaps a fair explanation as to why meat and meat juice are 
usually given a more prominent place in children's dietaries in 
books written from the medical standpoint than in those written 
from the standpoint of food chemistry and normal nutrition. 
The early results of meat feeding are often very gratifying, 
appetit«, digestion and body weight all showing improvement, 
and this improvement may easily continue as long as the child 
is under the care of the physician and perhaps much longer; 
but sooner or later if the meat ie depended upon too largely it« 
inferiority to milk in supplying the nutrients required for growth 
and development must become apparent to the student of the 
normal nutrition of the entire life cycle. 

In experiments similar to those just discussed, but in which 
the comparison of bread and meat with bread and milk was 
begun at an earlier age, the failure of the meat to supplement 
the bread was more quickly apparent. Fig. 19 shows the results 
of feeding different rats of the same litter fnan weaning-time 
with bread alone or with bread and one other food. 

In both the above mentioned experimente the bread supplied 
four-Sfths, and the meat or milk supplied one-fifth, of the total 
calories of the food. When a part of the milk of such a bread 
and milk diet was replaced by meat the results were propor- 
tionately less disastrous than when meat replaced all the milk; 
but any replacement of milk by meat in such a dietary was 
always disadvantageous. 

When, however, the dietary contains a liberal amount of 
milk BO that all nutritive requirements are amply provided ior, 
the addition of meat may result in nutritional advantage, at 
least in the support of reproduction and lactation. This is partly 
due, no doubt, to the fact that meat in moderation often improves 
the appetite and thus leads to the eating of a larger amount of 
the already good dietary. Whether the demand for extra protein 
in pregnancy and lactation, or any more specific relation of meat 
as a food to the nutritional processes involved in lactation is also 
a factor, remains to be determined. 



DigitzfidbyGOOgIC 



THE VITAMINS 

J^ats on Bread Alone or With One Other hood 















3Y0 






T 






1 














A 






} 


y t- 


Hreadand 
MilK 1 










6Vt>/ 


^\ 






J 














V/ 


\ 


^ 






















1 




























1 


20 


' 
























1 






















/ 










r 






Turnip 






i) 




^ 


>/■ 


A 
















?ftS 


^ 


S&O/ 


fl/T 


idand^ 


ilea 


t 








20 


H 


m 


^■^(DiED) Breads 
mco) Bread Alone 


nd^ 

_. 


We 

1 







Fio. 19.— Growth curves of rats of the s , 

time upon dieta conaiBting of bread alone or bread and one other f 
8e« text. (By permisBioa of the JouttmI o} Biological Chemwtry.) 



Milk is the one article of diet whose sole function in nature 
is to serve as food and the one food for which^ there is no satis- 
factory substitute. 

It ia the sole food of most young mammals during their period 
of most rapid growth. The newborn rabbit doubles its weight in 
about six days, the lamb in fifteen, the calf in fifty, the colt in 
sixty, the baby in 180 days, and in each case normally upon a . 
diet consisting exclusively of the milk of its mother. The milk 
of different species differs in quantitative composition with the 
rate of growth of the young, but the general characteristics of the 
milk of all mammals are the same. All milks provide all the 
substances needed for growth and when the milk of the mother 
fails, that of another individual or of another species is a much 
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better Bubstitute than any other type of food and this for a 
number of reaaona: 

(1) The chemical structure or amino acid make-up of the. 
milk proteins gives them exceptionally high nutritive efficiency 
as has been etrikingly demonstrated in experiments upon both 
growth and maintenance by Osborne and Mendel and by Mc- 
Collum, Simmonds and Parsons, and upon milk production by 
Hart and Humphrey. 

(2) The fat of milk is of a low melting point as compared 
with most meat fata, and exists in an emulaified form, both of 
which propertiea are favorable to its ease and completeness of 
digestion. It also carries the fat-aoluble vitamin which promotes 
growth and has such ' important ftmctlons in maintenance of 
health. 

(3) The carbohydrate content of milk is in the form of milk 
sugar which is not only easy to digest but abo has a more or 
less specific favorable influence upon the bacterial conditions in 
Uie digestive tract as has been recently emphasized by Rettger's 
extended research. 

(4) Milk containa all of the inorganic elements or ash con- 
stituents required in human nutrition and furnishes them in 
exceptionally favorable proportions. In many experiments by 
Osborne and Mendel and by McCollum and hia associates the 
growth and well-being of laboratory animals kept on restricted 
diets has beea very greatly promoted bx adding to the rations 
such aalta as would give to the total inorganic content of the 
food mixture a composition corresponding to that of milk ash. 
Often indeed such improvement in the mineral content of the 
diet makes all the difference between complete succesa and total 
failure. 

(5) Milk is exceptionally important as a source of vitamins. 
As a brief generalization, the statement of Roeenau that milk 
is rich in all three of the known vitamins may be accepted. If 
we would be more precise and critical we must take account of 
the differences between species not only as regards the quanti- 
tative composition of their milks and their relative nutritive 
requirements for different vitamins, but alao as regards the effect 
of the vitamin content of the food and the stores of vitamins 
in the body upon the vitamin content of the milk produced. 
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Much emphasis is rightly given to the advocacy of maternal 
feeding but in order that breast milk may actually show the 
superiority that we are accustomed to expect of it, the attention 
paid to maternal feeding should take account of the food con- 
sumed by the mother as well as of the extent to which the mother 
nuraee the child. In the mother's diet, milk should have a 
pfgmJDent place since it constituteB such an important supply of 
the nutrients from which the breast milk is to .be formed. 

' Since the food of dairy cattle at all times of the year ordi- 
narily contains an abundance of green leaves either fresh or 
preserved as silage, or dried as hay, there is thus; ensured to the 
C(i*r &■ liberal supply of both the A and B vitanuns for trans- 
miSsieB' through her milk, and in the case of the A vitamin t^e 
dajry :cow also carries a considerable store in her body so that 
the A vitamin content of cows' milk is probably in most cases 
fdi^lywell- maintained even though the food of the cow should 
f dr a tiine he deficient in this respect. It is of course possible 
to obtain, from cows fed for a long time upon feeds very poor 
in vitamin A, milk showing subnormal amounts of this vitamin, 
but such conditions are not frequent in good modem dairy farm- 
ing, and cows so badly fed do not yield enough milk to constitute 
a lai^e factor in the milk supply. There is probably a much 
larger seasonal variation in the amount of C vitamin contained 
in cows' milk than in either its A or B vitamin content. This 
being now recognized it is only necessary to use a small amount 
of orange juice or other antiscorbutic fruit or vegetable product 
in order with a liberal supply of milk in any of its various forms 
to ensure an ample intake of all three of the vitamins at all 
seasons. 

The supplementing effect of the milk eaten with bread or 
other grain products is by no means exclusively a vitamin 
phenomenon. The richness of milk in vitamin A is undoubtedly 
very important in this connection but so is also the mineral 
content of the milk, and a further supplementary value lies in 
the fact that milk proteins supply abundantly certain amino 
acids (lysine, tryptophane and perhaps others) which the grain 
proteins as a whole contain in quantities too small to give them, 
when fed alone, a maximum efficiency in nutrition. In most 
cases of human malnutrition, as in the case of the smaller rat 
shown in Fig. 20, the fault of the diet may be traced in part to 
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Fid. 20. — Contrasting effects of equally simplified food supplies. These 
two rats were twin sisters and at neaninK time were of equal siee and 
equally healthy and vigorous. One was then fed with bread and apple, 
the o^er with bread and milk. The former remained stationary while 
the latter grew to five times the initial weifcht. The bread was identical 
in the two diets and the apple was of as good quality as the milk. It can- 
not be supposed that the apple bad injured the rat inasmuch as this rat 
had survived others of the same litter which received bread alone or bread 
and meat aa shown in Fig. 19. The difference in result was due to the 
superiority of the milk over the apple as a nutritional supplement of 
bread. In the case of the rat thus stunted by confining to a diet of bread 
and apple, as in most cases of human malnulrition. the fault of the diet 
was partly in its vitamin content and partly in other factors, conspicu- 
ously in this case a deficiency of calcium and phosphorus. (From Sher- 
man, Rouse. Allen and Woods, 1921, by permission of the Journal of 
Biological CkeTnistry.) 
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its vitamin content and in part also to other factors among 
which deficiencies in calcium are perhaps the most frequent in 
American dietaries. 



Cheese. 

Cheese may be regarded as essentially a form of preserved 
milk, but differs necessarily in respect to those constituente re- 
moved in the whey. From our present standpoint this means 
that the water-soluble vitamins are less abundant, and the fat- 
soluble vitamin more abundant in cheese than in milk. Practi- 
cally all of the fat, most of the protein, much of the mineral 
elements but only a small fraction of the milk sugar of the 
original milk is retained in the cheese. Regarded as a meat sub- 
stitute, cheese is much richer in calcium and in vitamin A than 
are the ordinary meats. 

Zgg8. 
In general terms eggs may be said to stand between meat 
and milk in nutritional characteristics. All three of these types 
of food are rich in proteins of a character efficient in supplement- 
ing the proteins of the grains; but as we have seen the mineral 
and vitamin contents of meat and milk are very different and 
in these respects the egg appears superior to meat and inferior 
to milk. As regards the two factors which McColIum r^ards 
as BO often below the optimum in American dietaries, eggs rank 
with milk as a source of vitamin A but distinctly below milk as 
a source of calcium. 

Nnts. 

Because all are sometimes discussed as meat substitutes, it 
may be convenient to consider nuts next after cheese and eggs. 

In chemical composition and biological significance the nuts 
as a group are essentially oil-bearing seeds, only a few of them 
being poor in fat and rich in starch. Like the other oil-bearing 
seeds, they show fairly high percentages of protein and such 
feeding experiments as have been made would seem to indicate 
that nut proteins rank high among the seed proteins in nutri- 
tional efficiency. As regards their mineral elements and vitamin 
values, the nuts in general resemble the whole grains. 
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ThuB the typical nuts actually appear much like meat, both 
in their richnesB in proteiD and fat and in their lack of a sattB- 
facborily balanced mineral and vitamin content. The nuts are, 
therefore, quite logical meat substitutes but cannot be regarded 
as subBtitutes for milk or as equivalents for cheese. Sut»titutioQ 
of nut products for milk, cheese, butter or eggs is almost certain 
to mean a sacrifice in the fat-soluble vitamin value of the food. 
Nut products should be regarded as substitutes for other seed 
products or for meats and meat products, but not as satisfactory - 
substitutes for dairy products or for eggs. 

The commercial growing of nuts is an industry capable of 
great extension and can be developed with relatively little outlay 
of labor and to a considerable extent upon land of little value 
for wdinary farming. 

Vegetables and Fmits. 

Fruits and vegetables are important sources of the mineral 
elements and vitamins needed in human nutrition. Taken indi- 
vidually some are and some are not important sources of energy 
and protein as well. Potatoes, for instance, yield more cal<H'ie8 
of human food per acre than do wheat and rye. More labor is 
required to grow the potatoes, so they may be more or less 
ec(Hiomical than bread as sources of energy for the human ma- 
chine according to the relative values of land and labor. Leaf 
vegetables, such as lettuce and spinach, are relatively unim- 
portant as sources of energy, but are very effective supplements 
to the grains, being rich in the mineral elements and vitamins in 
which the grains are more or less deficient. Contrary to the 
supposition of former times, it now appears that a diet consisting 
largely of breadstufFs and cereals is more effectively supple- 
mented by vegetables than by meat. This is true not cmly as 
regards the previously known factors of the food supply but 
also because of the richness in vitamins of the fruits and vege- 
tables and because of their beneficial influence upon intestinal 
hygiene and upon the elimination of wastes from the body, A 
detailed analysis of the data of food supplies of over two hun- 
dred American families representative of a wide range of income 
groups and of various sections of the country, shows that on Uie 
average the money spent for fruit and vegetables is undoubtedly 
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better inveeted than the average of the money spent for food, bo 
that the purchaee of more fruit and vegetables will usually be 
good economy as well as good hygiene. 

Increased attention to the marketing aystem and market 
news service of the nation ie already helping both to advance the 
quality and to stabilize the supply of fresh fruits and vege- 
tables. This will doubtless be further developed and with corre- 
spondingly increased benefit to the food supply of our cities. 
While only large-scale marketing methods can handle the bulk 
of the fruit and v^etable supplies of the large cities, yet there is 
also a place for increased production of vegetables in home 
gardens, both on farms and in towns and suburban districts. 
Neither the land nor the labor required for the village or subur- 
ban vegetable garden need be withdrawn from agriculture so 
that this, althou^ confessedly a minor source of food supply, 
is capable of considerable development without in any way re- 
stricting the development of the major sources. The fact that 
garden vegetables are of value so largely because of their vita- 
mins and that vitamin content is to some extent dependent upon 
freshness, makes it possible that something more than sentiment 
and gratification of the palate may be involved in our preference 
for vegetables "fresh from the garden." 

In the average American food supply, vegetables represent 
about one-tenth of the expenditure for food and funush about 
one-tenth of the total calories and of the total protein of the 
food; of calcium, phosphorus and iron they furnish much larger 
fractions and it is probable that the vegetables also furnish more 
than one-tenth of the vitamins in the average dietary. 

Since the general dietary properties of the seeds and of the 
leaves have been much discussed already, attention will be given 
here chiefly to some typical vegetables of other types. 

The ordinary potato, while superior to patent flour, ranks 
about with the whole grains in nutritive properties except that it 
has a considerable antiscorbutic property which in the grains 
can only be developed by careful sprouting. 

Sweet potatoes, similar to ordinary potatoes in other respects, 
are, according to Steenbock, much superior to them and to the 
grams in their content of vitamin A, the sweet potato alone 
being adequate to furnish all that is needed of this vitamin, not 
ordy for growth but also for successful reproduction. 
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Carrots also were foiind by Steenbock to be rich sources of 
both the A and B vitamins. 

Turnips are apparently less rich in vitamin A than carrots 
but may serve as an appreciable source of this vitamin as well 
as of calcium, as may be seen from Fig. 19, representing an 
experiment in which bread and turnips supported continued slow" 
growth whereas bread alone or bread and meat early proved 
inadequate, probably because too poor in calcium and fat-soluble 
vitamin. 

The rutabaga or Swedish tumip has been found to have high 
anUscorbutic value and its juice is used as a cheap and efficient 
substitute for orange juice in infant feeding. The larger use of 
these roots in the feeding of cattle should therefore improve the 
antiscorbutic vitamin content of their millc. Beets appear to be 
less rich in. fat-soluble A than are carrots and less highly anti- 
scorbutic than swedes (Swedish turnips) but Osborne and Mendel 
have shown that vitamin B occurs abundantly in the root, the 
stems and the leaves of the beet as well as in the bulb of the 
onion. Thus the cheaper winter vegetables can be relied upon 
to furnish material additions to the vitamin supply at times 
when fresh green vegetables are scarce or expensive. 

Spinach, already prized for its mineral elemente, is now 
found to be a rich source of all three vitamins as well. The same 
is true in only less degree of the other leaf vegetables. 

Green string beans (edible seed pods), resemble leaves in 
dietary properties, ranking with cabbage in ability to support 
growth and reproduction in diets otherwise consisting too largely 
of white bread of flour with an amount of milk which was not in 
itself sufficient to make the food mixture adequate. 

It has been seen that many of the green vegetables rank high 
as antiscorbutics and this property as well as their richness in 
vitamin A and in calciimi is doubtless a factor in the important 
part which these vegetables play in the dietary of Oriental 
regions where milk supplies are even less adequate than in 
America and Europf. A former student, Professor Laird, of the 
, Canton Christian College, writes that a typical working woman 
in that part of China eats 2 Vs pounds rice, 1 '/b pounds vege- 
' tables and a few cents worth salt fish or pork per day. 

Another graduate student, Mr. Y. G. Chen, a native of the 
Nanking province, considers that green vegetables are probably 
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' at least five times as promineDt in the diet of that region aa in 
the American diet. That children in the Orient fare as well aa 
they do with a low per capita milk supply, ia probably explained 
by the much longer time during which they receive their mothers' 
milk. With nursing continued often for two full years, and not 
rarely three, the child has ample time to become adjusted to the 
consumption of a variety of vegetable foods before its maternal 
milk supply is entirely cut off. It is also not improbable that 
tiie free use of green vegetables, with their high calcium and 
vitamin content, in tiie food of the mother may be a factor id 
her ability to continue normal lactation for auch a long period. 
Certainly it would seem quite impossible for China and Japan 
to support such dense populations subsisting so largely upon rice 
and escape the deficiency diseases in so far as they do except for 
the large use that they make of the green vegetable^ and edible 
roots. Another factor of safety in the dietary habits of the 
Chinese is their use of sprouted seeds. In the Orient much use 
is also made of the young growing parts of even woody plants 
— bamboo sprouts, for example, being highly esteemed as food. 

Tomatoes, formerly believed to be poisonous, and even within 
a decade stigmatized as little but colored water, are now re- 
garded as one of the important staple foods because of their 
vitamin value. Special em[Aasis has been given to their richness 
in antiscorbutic vitamin which, doubtless because of the acidity 
of tomato juice, is in this case well retained through ordinary 
cooking, canning or even drying. Tomatoes have also been found 
to be rich in both the A and the B vitamins. 

While ordinarily referred to as a vegetable the tomato is in 
reality a fruit and may serve to link the vegetables with the 
fruits in this discussion. 

The importance of the fruits as sources of vitamins B and C 
has been discussed at some length in Chapters II and III and is 
to some extent summarized in the table given earlier in this 
chapter. Relatively little attention has yet been given to the 
examination of fruits for vitamin A so that an attempt to gen- 
eralize on this point would probably be prematiue. Present 
knowledge of tlie value of fruits as sources of vitamins B and C 
supplies an economic justification for a fairly liberal use of fruit 
as food at prices which seemed high from the standpoint of our 
former, more limited knowledge of food values. With increased 
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efficiency of production and marketing, tlie development of more 
intensive methods of gardening, the extension of orchard areas 
particularly upcm land too hilly to be used advantageously for 
crops requiring much cultivation, and with expanding facilities 
for trade with the tropics, there is no doubt that a larger supply 
of fruit will be provided as rapidly as consumers demand it. 

To what extent the vitamin values of fruits will be influenced 
by storage, drying or canning is still a problem. The high vita- 
min value of canned tomato, the permanence of the antiscorbutic 
value of lemon juice as evidenced by its continued efficiency on 
long voyages, and the experiments upon drying and otherwise 
concentrating certain antiscorbutic fruit juices described in 
Chapter III are all facts which tend to give us hope that fruits 
may prove capable of preservation in various ways without too 
serious losses of vitamin values; hut this is a subject too impor- 
tant to be left to inference. The values of different fruits aa 
sources of each of the three vitamins and the influence of variety 
and size of fruit within the same species, of maturity when gath- 
ered, of storage at different temperatures and for varying lengths 
of time, of canning and dryii^ under different conditions should 
all be investigated experimentally. 

When research in this field brings us quantitative knowlet^ 
as to the efficiency with which vitamin C can be preserved m our 
staple fruits and vegetables when canned or dried, comparable 
wiUi our present knowledge of the good preservation of vitamins 
A and B in cooked, canned or dried milk, it will become possible 
to plan food supplies, even for c(»)ditioDs in which fresh food 
cannot be obtained, with a similar degree of definiteness with 
reference to vitamins as to other nutritional needs. 

Even with our present knowledge we believe it safe to say 
that with a dietary selected to make the best use of oiu- ordinary 
staple foods there will rarely if ever be occasion to purchase 
vitamins in any other form, or to give any greater anxiety to 
the vitamii^ than to some other factors which enter into our 
present conception of nutritive requirements and food values. 
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'A" TlUmln 12-lT, 1BT-S04, 208-219, Appetite, 36, 27, it, B9, 92, IOC, : 



22S-334, i3S-260! 8e* alto Tlta- 

Aeetone >■ lolveiit or bredplttnt for 
vitamin B, SO, 41, 4B. SO, SI. 

Add, effect at on Tltamln B. SI. 

Add phonhotanffttlc, 21. 

Addoili ID relation to mineral me- 
tabolism. SH. 

Adenine, 31, 34, 243, 258. 

Adrenal rland, 04, SB, GT, TB, 108, 109, 
288, 248; as affected br aUira- 
tlon OT lack of vlMmln, S4. SS, 6T, 
108. 109; Titamlii B In. 79. 

Adrenalin, 64, lOS ; dlmlnlahed pro- 
duction in acorbntic gnlnea-plir*, 
109 ; reaction of polyneuritic fowU 

AdadrptloD, 81. 88, 83, 87, El, 92, IBS. 
Afration, effects of, 187, 24B, 2B8. 
Elee also Oxidation. 
. Age, In relation to Tltamln reqntr»- 






■, Tltamln A in, 17B-17e, 



181-181; Tl'tamin B In, is, 78^87; 

TlUmln C In, 111, 182-140. 
Animals, eipcrl mental, for study of 

Tltamln C, 146. 
Anorexia, 248, 
Aptlnearltlc (substance of Tltamln), 

9-11. Bee alto Vitamin S. 
"Antirachitic factor," 194, 19S. See 

also Rickets 
Antiscorbutic (substance or Tltamln), 

11. See also TlUmln C. 
Antlacorbntic girea IntiBTenooaly, 107, 

24B : regnlcemeDts of CDlnM-pts, 

monkey and cbUd, 110, 111. 
Apparatus for drylnf liquids witliont 

destruction ot Tltamlns^ 248. 



27, 42, B9, 92 1 relation of Tltamln 
C to. 106. 
Apple, 80, 90, 93, 132. 188. 210. 29S. 
"■"■; Tltamln B in, »0, ?'"- -"- 
C in, 90, 122, 188. 



I, dleUFf, 200-284. 



BB, lee, 183-184, : 



for 

Tltamlns, 41, 44, 50, 92, 117, 1B2, 
168, 164. See aJao Pbrrical prop- 
ertlee ot rltamlns. 

Alfalta, SO, 162, 104, lOS, 169, 184, 
211. 2IS, S39, 256! Tltamln A In, 
102, 104, 168, 169, 131, 184, 211, 
219; Tltamln B In, 80, 211. 

Alkali, ^ect of, on Tltamlns, 10, Bl, 
93, 98, 116, 117, 152, 1B8, IBB, 202. 
24!l. 

AUIsato 

Almond — , , 

Almonds, 90, 1S8, 161, 176, 212; Tl- 
Umln A In, m, ItB, 212; TitMBln 
B In 90, 212 ; Tltamln C la ipront- 
ed, 1S8. 

Amboceptor, 259. 

Ameuorrbea, relation to Tltamln B, 
6B. 



(owls 

AtU, 118, S4S. 

Autolyied yeaat as source of vitamin. 

SO. 
Auzimone, 69, 91, SS6 ; relation to 

nuclear mcubollsm of planta, 68, 
ATOcado. 80. 
ATltamlnoHlB, 251. Bee also TiUmlns 

A. B, and C. 
Atatoiiactcr chroomreimm, auilmones 

la, 69. 

"B" Tltamln. 12-lT, 18-64, 208-213, 
21fi. 2S2, 233, 234, 235-260. See 
also Tltamln B. 

Bacbmann test, 239. 

BaeUlut Mphtherla, rltumln require- 
ment ot. 67. 

BaelHiit tnflaaiMa, 67, 68, 240, 2B1. 
2B4, 257: relation of blood pigment 
to BTOwth of, 03; relation of^ TlU- 
mln to growth of, 67, 68. 

BaoOUit oertuttU, Tlt«mln requtrt- 
ment of 67. 

BaeiUiu mdieooeta, anzlmones In, 08. 

fiooUlH* taipetti/ar, DOlynenTltl* In 
birds Infected with, 50. 

Bacillus, typhoid, 252. 

Bacteria, bemopblllc, 257 ; psthogoile. 
247; susceptibility to, on diet de- 
Bdent In vfUmln A, ISO. 

Bamboo, 80, 233. 

Banana. 96, 121, 122, 138, 210, 242, 
247. 2BT; Tltamln C In, 96, 121. 
122. 138. 

Barium chloride, 4T; hydroxide 21, 
22, 23, 35. 

Barley, 8, 80, 89, 138, 208, SB6 ; Tl- 
tamln A In. 208; Tltamln B In, 
SO, 89, 208; Tltamln C In vrouted, 
130, 138. 

Barlow's dlaease, 240, 248, 246. 8e« 

Bbbcb, 235, 23S. See also namet of 

Individual bases. 
Basal diets, see methods of testing for 

or meaaurlns vtUmlns A, B, and C, 
Bwni, 10, 4B^ 00, 64. 80, 89, 1S8, 

184, 211, 232, 249, 269; katjang 

Idjo, 10, SO; kidney, 211; nary. 
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4S. SO. 80. S9, ill : 107, eo, se, 

162, 1S«. 211 ; wproatta, IBO, 18S, 
211. 3Sa: itrlnf. 12B, ISl, 1S8, 

150, 184, 211, 2S2: TBlTCt, 184; 
HUmln A Id, 184. 211; Tftimln B 
extracted from, 60, S8; Tltamln B 
Id. 45, 80, BB, 211; vitamin C Id, 

151, 138. 211. 

Be«f. 11, TD, BS, 112, 184, 210, 221- 
223, 23D; TitHmln A In (rath 11, 
161, 1T3. 1B4, 210; rltamln B In, 
TO, 210 ; vitamin C la. 112, 210. 

B««f (at. 11. ISl, ITS. 184, 210. 

B««r-]Dlc«. 1B3. 

Be«t. SO, 00, 180, Sll ; 4ea«lcn<7 of 
vitamin A. 180 : vitamin B Id leaves. 
BO; In niflta, BO, 211; tn atema, 90. 

Behavior ot vitamin C OD beating at 
d liferent hydrogen Ion coDcentia- 
tlODB. I48-1S2. 

BeDiene as aolTent for Tltamln A, 
164; for vitamin B, 4e, 60, 61. 

Beriberi, 8, B-11, 20, 67-68. B», 112, 
113. 21 T, 236-260; compared with 
Inanition, BT-H8 ; ersdlcatioQ from 
Philippine Scouta, 20; in Brltlah 
troopa Id Ueaopotomla, 112. 113 ; 
In Japaneae Navr, 20 j preventloD 
of. 20; telntlonahip to otber defl- 
clencT dlaeaaea, SO. 

Berrlea, 121. 

|I-hjdroxn>yrldlne, ST. 

^ methylprrldlne, 3T. 

BeUlne, 31. SS, ST. 

Bite, 66, 261. 

Bloa, ee, 81, 2Sa. 238, 246, 248. 

Blamit, atta, S43 ; ground-DDt meal, 
243. 

Blamath potatalum Iodide, SB. 

Bladder, 248. 

Blood, 6T, 68, 1B2, 240, 24T ; ai aonrce 
of vltamlDit 67, 68, 132; I and F 

Body compered with an enclDe, 206. 

Bone changes. See Rlcketa and 
Scnrry. 

Bovel rnnettoD, derangement of. In 

defldenc; dlaease, 66, ST. 
' Brain, 23, 64, TO, 80, 86. SIO, 241 ; 
effect 01 itarvatloD and lack of an- 
tlDEurltlc vitamin on, 04 ; nitrogen 
GontcDt, 241 ; pboephomi content, 
241 ; vitamin A In, 210 ; vitamin B 
In, 23, 70, 80, 86, 210; vitamin C 

In, aio. 

Bran. Bee Rice, alHi Wheat. 

Braill nut, 00, 212. 

Bread. 87.60, 1S2, 183, 208, 214-217, 
224 258. 

Breed of cow aa iDBnencIng TltanlD 
A coDtent of milk, 182. 

Brown-rot fuDgna, growth raqnira- 
menta of. 67. 

Bodget, food, 214. 

Bntter (tat), 11. 14, 89, 160, 166, ITl- 
172, 1T3. 1T4, 182, 184, 1B5, I»0, 
198. 108, 202. 209, 213, 210, 224, 
230, 242, 347, 249, 250, 251, 2B2, 
266, 267, 260 ; ciHDpared with cod- 
liver oil. 290 ; compared with lard, 
161 ; renovated, 1S4 ; atorage, fac- 
tors inllnenclng vltajnln A content 
of. 166, 1S3-184; aubatltutei^ 243. 

Bnttermllk, 213. 



"C" vitamin. 



B-IT, 



228, 231-2&4, 285^260. S*t alWt Tl' 



I, 308-21 S, 



Cabbage, 41, 80, 81. BO, 188, IBS, 211, 
232, 238. 245, 269- ertraetlon Uf 
vitamin A from, ISB, 209; vltamhi 
A In, 162, 166, 1T4, 181, 1B5, 211, 
259 ; vitamin B In, 41, SO, 81, 211 : 
vitamin C In, OS, S8, BO, 106, 107, 
120. 138, 154, 211. 

Caldflcatlon of bonee, see Bieketa; 
of teeth. 106. 

Caldnm metaboUam. 1B4, 105, 196, 
244, 240, 250, 251. 254, 25B, 2SI. 
Bes alio Rickets. 

Calculi, phoaphatlc renal, 192, 20S. 
262. 

CannlDK. 110, 120, 128, 211, 234. 24B. 

Carbobjdiate metabollam, relation of 
vltamiD B to, 61, S2, 236. 

CarboD dlanlBde as solTfuit for vita- 
min A. 164. 

CarxitlD(oldB), ITl, 2B2, 253. See also 
LIpochrome. 

Carrot. 81, 90, 124, 139, IS5, 211. 
232, 2S8. 250, 250, 25T. 26S; dried. 
124 ; Mitractlon of vitamin A from, 
104, lAG, 250; vitamin A In, 16S, 
171, 180, 181, 185, 211; vitamin B 
In, 81, 00, 211; vitamin C In, B6, 
lOe, 122, 124, ISO. 211. 

Carrot tops, vitamin A in, 186. 

Casein,' 41, 178, 251; pnrUlcatlon of, 
for growth eiperlmenta, 41 ; vita- 
min B Id, 41. 

Catalase, possible relation to vitamin 
B, 08. 

Catarrh, broncblal, on diet deAciast In 
vitamin A, 193. 

Canllflower, vitamin A In, 211 ; vita- 
min B tn, 211; vitamin C in. 138^ 
211. 

Celerj, vitamin B In, 81, Sll. 

CellDloae aa rovghage for •corbatle 
ration, lOT. . 

Central nervoua sritcm, as affected oj 
stsrvatloD and lack of antlDenrltle 
vitamin. B4. 

Cervals, 8T-8S, lOS, 104. 102, 20T, 208, 
20fi, 214-21T, 244. 249, 258 (see also 
Oralna. Rice, Wheat, etc) : vitamin 
A In, 208, 209 : vlUmIn B In, 87- 
8S, 10 B, 208-209; vitamin C la 
W routed, 209. 

CbarcoBl, adsorption Of vitamin by, 
S2. 

Cbard, vitamin A Id, 181, ISD, 211; 
vitamin B In. 211. 

Cheese, vitamin A Id, 18B, ISB, 218, 
229. 

Cheatnuts, vitamin B In, 90, 213. 

Chicken liver, vitamin A Id, 192. 

Children. 106, 224-22B, 233. See also 
Infants, Orowtb, Rickets, etc. 

Chloroform as solvent for vitamin A, 
164. 

Chlorophvll-contalning plants, vita- 
min A In, 1T4. 

Cboliae. 22, 31, 64. 

CAotHtrw* Drlapita, 174. 

ChromatoljBla In nerve cells of polf- 
neuritlc birds, 5T. 

CltruH frntta, 118. See also Orapa- 
fralt, Lemon, Orange. 

CUdopliora. vitamin A in, 1T4. 

Cloudberries vitamin C In, 96, 121, 
139, 210. 

Clover, vitamin A in, 169. 181, 168; 
vitamin B In, 81. 

Coconat, vitamin A In, 18S, 212 ; vi- 
tamin B in, 81, 86, 213. 
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Coronut. Klobulln, 347; mnl, IBS; 
oil, 209. 246; pren nke. SI, IBS, 
2t2. 246, 247 ; rltamln B In, 81, 
212; vitamin A Id, 1S6, 212. 

Cocum, dried, vitamin C In, 122, 1S9, 
210. 

Codllver oil, 11, Ifll. 178, 17B, 186, 
1D2, ISH, 202, 209. 240. 2G0, 291, 
2HH. 2S7, 260 ; compared wltb but- 
tprfflt, 194, 260. See alw BIchets. 

Cod teatlcle fat. 186. 

Co-enwme, Ihprmoatabllltj of, 2S7. 

Cotoatrum, 182. 

Complempnt, 268. 

Canjanctlvltli. 12, 1B9, 203. See nl» 
E7e dlseai?. Ophtbalmla and Vita- 
min A. 

Conatlpatlon tbeotr of icarvy, 104- 



Dletarr defldenclM. flee B«rlberl, 

Ophtbalmla, Hleketa, Bcnrrx- 
IMetnrr rMulreroenta, nunmarr oT, 

109-110, 206-234. 
Dietetics. 20.^-234. 230, 244. 
□tgeHCInn. C>8. SO. 61, 104, lOD, lOT, 

192, 223, 226. 
Dlplurocd foand In Bcorbntic pilnea- 

plRi, 102. 
iHtrlbuClon i 

184-1 88. 208-213." 



Corn. 81, 162, IBS, 209, 244, 247, 200, 
262. 260, 268 (*ee alio Halce) ; tI- 
tamln A In. 102. 170. 180, 209, 2Sfl ; 
Tttamln B In, 81. 209 ; jellow t*. 
white. ITO, 2B6. 

Corn oil. 162, 209. 

Corn pollen, vl tarn Id B In, 81, 289. 

Com prodocta, 268. 

Cottage cbeeae, 213. 

Cottonseed Bonr and meal, 184, 308, 
2S3. 264, 296; oil, 162, ITS, 180. 
20», 238, 249. 

Cow, 181, 221, 322, 223, 239. 

CranlMablea, 261. 

Cream, 213. 

CreatlnurlB from diets lacking Tlta- 
mln B, 44. 78. 

Cress, vitamin C In. 126, 211. 

Cucumber, vltaraln B tn, 81, 211 ; vl- 
tamln C In, lEFl. 

Cnratlve eiperlments In testing lor 
Tl tamln s, TO. 

Carves ot beat destnictlon of vitamin 
C, 101. 

Cutaneous malnutrition on diet defi- 
cient In rltamla A, 163. 

Cistolltblasls, 2D2. 



Dried foods, vitamins In, 90. OS, 09, 

103, 120, 124. 126, 127, 142, 1K5, 

104, 160. 211, 234, 261. 
Duckweed, onilmoDe requirement of, 

69. 
Dj'spnea In animals on dl«t defldent 

In vitamin A, 183. 
Drstropbr. 234. See also Vitamin A, 



a, 343. 348. 2S0. 
• vitamin tor B. bt/ht- 
v»amln_ A_ In, 160, 166, 



Ebb fat. 100, 17B. 

Ebb jnlk. vitamin A in. 40, 186, 202, 

213. 249, 266; vltamlD B in, 79, 

81. 213. 
Ebbs, camtlD-tree, 171. 172; boiled, 

I6S. 
EEBPlant, vitamin B in, 81, 211 ; san- 

dried, 81. 
Embryo richer In vitamin A tban en- 

dospenn. 180, 182. 
Endive, vitamin A in, 211; vitamin 

C In, 96. 139, 211. 
Bnergr requirement In nutrition, 280; 

-- InBuenced bj vitamin B, 61*2. 



Endocrine 



D ot 



Ivent for vitamins, 4 



211. 334. 
Dentition. 108. 164. 244. 
Desslcatlon effecta ot. See Dried 

Deat ruction ot vitamin C, rate ot, 



, 264. See also C^h- 



Fats, 11, 14, 40, 1B9, 160-163, 183, 

184-188, 208-213. 219-220, 227. 83S, 
236, 246, 249. 201. 266. 

Fat-BOluble A (we Vitamin A) ; ori- 
gin ot term, 16. 202. 

Famll; food supplies, 214. 

FecnndltT. See Reproduction. 

Feed of cow as afferting vitamin con- 
tent of milk, 136, 137. 228, 239, 245. 

Feeding, maternal, 228. 

-— - acceleratloD o(, 241. 



Fllber 



212. 






1 cooker, effect < 



:, 128. 
vitamin C, 



Flab, vitamin A 



Diet, planning of normal, 206-2B4. 
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Food contDinpllaD. S58 (spe App«~ 
lit*) ; TOBtrlptton. 2«H ; supply. 20B- 
S34: t7PP> ot, 207-234; utilliatlon 
an mflupnn-d b; vlUmIn, 81, 2B3 : 
valnm. 20S-234. 

Foods, erooplng of. £07-208; ludlvld- 
ual. nv name ot each. 

Form of bodj a« Influenml hy food. 
IDS. 260. Sfv alw> RlrkPts. 

4-phMijl-l«fip7to"'lnp. 37, 

FowlB. polynpurltlB of. D, 10, 253, 
Ri>p alio Bi-rlhcrl and Tltamln B. 

FrrabnpKa of food. 231, 241. 254. 

Ftom.. 343. 

Fnilt and frnir }n\e**. fM, lOT. 121. 
122. 20R. 210. 211. 214. 230, 23.1. 
234. 2ST. 238. 242, 243. 24K, 2fi2. 
2R4; ronrmlratPd and dried, 117, 
122. 242. 243. 2S4. 

Fnllrr'a parlb as adinrbent for Tlta- 
mln B, 31. 33. 30, 37, Dl ; for Tl[a- 
mln C. 193. 

Funsi. growtli rcqulrementa of, OS, 67, 
24T. 






ITS. 



vitamin O, BB, 117, 



244, 245, 247, 

24B. 251. 254, 255. 256. 
HcmosloblD, Tf^latloD Co growtb of B. 



□emophlllc hacllll. irowth nqolm- 

m<.ntB of, as, 238. 
Hlrkorj- nuts, Titumln B In, 212. 
HlHrnmlne. 64. 
niftldine. 35. 
HlBtolmrlral rhaniCPB In tntratlnei dne 

to lack of vitamin. 66. B7. 
niatory of Tltamln tlieoiT. 7-lB. 
Honey. 200. 236, 240, 244. 
normonem 16. 43. 



Hill 



■ fat. ■ 

■ flpah 1 



I of Tltamln B, 



. US. 



of oils, ie«. 

Ilvdroepn- (anil hydroiyl) -Ion con- 
(vntrntlon, 10, 45. 51. 93, 98, 116, 
117. lis. 120, 151. 152. 153, 166, 

_242. 24S, 247. 24S. 256. 

!■. antlnpnrltic pnv- 



nantcDi. 231. 

Oaatra-lntcatlnal dlaordFrs, 96, 97, 60, 

61. 24S. 
Grorsta TclTCt h*an. 297. 
Ofrmlnntion. prodiirtton of vitamin C 

tiy. 103. 104. 129, 130. 131 ; wltb- 



Glandiilar OTarann In reli _ 

mina. 63, 64. 79. S2, ISl, 182. 

Ol.ToialMM'. 02. 240. 

Oratna and their prodorta. S7, 207-2O9, 
214-219. 244. -249. 263. R«e aleo 
names of tndlTldnnl grains. 

Grape. TitamiD C In. 119. 

anp« JaW. Tltamln B In, 90. 210 ; 
Tltamln C In. 139. 210. 

Qranrfnilt (and jaW). vitamin B In. 
90, 210; vitamin C In. 130, 210. 

Qraaaes a taetor In Tltamln content 
ot milk. ISl. 

Greens, antlscorbntle properties of. 
112. 

Orouplns of fooda. 2n7-2l>S. 

Orovtb. 14, 30, 40, 44, 77. 101-102, 
12B. 171, lfi«-18», 197, 199, 215-217, 
226-229, 235-260. 

Guanldlne. 31. 

Guanine. 31. 

QulneB-nlKi- Bee Smrvy and Vita- 
min C. 

Health deflned, 205. For relation ot 
Tltamina tn health see under Vita- 
min and also under Growth. Repro- 
diirtlon. Vtffor and the different de- 
Hcleney dlRenaea. 

Heart as alTprted by atarvatlon and by 
lack of vitamin B, 54 ; vitamin A 
In, 175. 186, 210; vitamin B In, 79. 



Inanition «>mpared with beriberi. 87. 

SS : effe<'ts of, reterenceai 240, 24B, 

247. 260. 253. See also Rtarvatlon. 

HnderteedlnB. Dndernutrltion. 
Intention, relation of, to deflrlency dl»- 

eeae. ^n. 102. 103. 1S9. 193, 202. 
Inter-Allied Sdentlflc Food Commla- 

alon. 220. 
Intentlne us alFeeted by Tltamln defl- 

elenoj-. 56. 57, 248, 
laolatlon ot Tltamln, attemptl; 18-48, 

193, 202. 257. 
laomnrlam of nnttneurltic subataueea, 

32-34. SS, 64, 269. 



■ratomalada, 12. 1S9. 208, 241, 2B4, 
256. Hee Vitamin A. 
Kidney. - - 

of tU.- -, ..-, 

210; vitamin B In, 79, I 

Tdbradnr, deficiency diseases In, 2SB. 
Lactation. 66, 168, 217, 226, 249. Bee 

alan Reprodurtlon. 
Lactose. 41, 106, 238. 
Lard. 175. 186. 198, 199, 209, 238, 



iitflueHav, 68. 
Hemorrhao — '- 
102, lOfl 



lis. 130. 136, 210, 236, 287, 

343; aa antlBcorbutle. 7, 8, S2. 113, 
118. 130, 237; aa source of Tltamln 
B. 82. 90. 210; decltrated, 114, 119; 
dried, 115. 1S9, 210; tablet!, 119, 
1.19. 

H9 OT lan mo- ,.„„^ „ 
Mted, 189. 

vltaniln B In. 60, 212 ; ' vitamin (j 
In. 96. 136, 212. 

Light. 150. 196, 203. 

Lime Juice, vitamin B In, 2S, 82; vi- 
tamin C Id. 113, 114, IIT, 118, 140. 
210, 296. 

Unmtea oU, 16i. 171, 210, 
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Upocbrome bb related to Tltamln A Mobb, caxraseeD, 174. 

(theory of Steenbock), 170-17S, 18S ; Uunor mueedo, growth requirement*. 

In eoloBtnim. 182. M ; prepuaf ion of ffrowth-proroM- 

Llpoldi. HT, I67-1B8. 287, 2fi6. 267. lnK «ub«t>nce from. 67. 

Lister iQitltute metbofl of teatini an- Mnlberrles, TltamEn C In, 1*1, 21L 

tlKOrtiutlc Yilaea, IIS. Hnacle, 43, 82, 83, 132, 181, 182, 210. 

Liver, efferts of rtsrvntlor and lack „Seo slro Meat. 

of vlfnmln. B4 ; Tltnmln A In. 175. K"?™'?\ .1, o,n 

181. IBS. SIO: Ttfnmln B In, 48, Mutton fat, 18T, 210. 

83. 8a. 210; vitamin C Id, 111, 132. 

210. 253. National ReKBrch Conncll, itatwuent 

Llord > resnnt an adaornont for Tlta- from 220, 

mln B. SI, 42, 61, IBS. Navj, prevention of beribwl In ]ap«- 

LyBtne, 228, 251. neae. 8; of scurvy tn Brltlih, 8, 

tierve degeneration. 50, 24T. 

Malw. 168. 173. 180, 186. 23T. 241, Nicotinic acid. 80, 81, 32, 84, 

248. 244, 240. 2,'!0, 2G6. 258: vita- NI(rht-bHndnes«, 182. 

Dlln A In, 188. 173, 180, 1S8. 210, Nlnhrdrln. 35. 

366: vitamin B tn, 210. 243. 258; Nltroften metabollBm, 44, 288, 241. 

white and yellow compared, 180, 280, 2H2. 

2fl6. Nomenclature. 15-lT. 239. 

Malt, 82, 107. 182. 140, 208. 248; Nnclear nutrition, ponlble relatlM of 

■ODP, 107. 140, 242. Tltamln to, 66, 57, 08, 6S. 

Manjtel. 180. Nucleic add, 21. 4T, 87, 08. 

Manjto, 122, 140. 141, 211, Nudeopaat. BB. 

Mannre. anxlmonea In. 69. Nursing mother, 249. See alM Bepro- 

Merirarlne, 163, 188. 210. 248. duction 

Maitetlng, 231. 234. Natritlon, 14. 213, 240. 258. See bIm* 

Meal plana. 214. under dlffermt nutritional topics. 

Ueaaurement of vitamins, 86-78. 142- Nuts, 83, SO, 212, 229, 230. S36, 237; 

IKl, 174-lTS. vitamin B iD, 83, 90, 212. 
Meat. 78. 70. 82, 8B, 86, 112, 208, 210. 

220-228. 235-280; vitamin A In. 176, _ , „„ ,._ .,,„ ,,, ,._ _„. _.-, . 

181. 210; vitamin B In, 19. 82. 85, <>«*?. SB- "A" Vht H«i"'^t™?n it 

Qd oin> vif-amitt f In 119 1RR vltamiu A In, 18T, 209; vltainin B 

140 210' • ' • in. 83, 209 ; iltamln C In aprootea. 
"fiirt^'Ss V 21o" '• """'' ^^' ' '^" 0^?^n"'of vitamin. In food m.t«l- 
wS^ntioS^: 67. 247. 2BB. '1-, •°S'"'«1'»' 81>-8a. 188-141. 184- 
MetabSilun, 42, 61. 62. 68. 104, 288, JSS, 208-218; of .■■"V°S.±1n"R" 

241, 242, 246. 2B8; relation of Vita- l^^A^^'S;. SS^'^^i' ?! ^i^ ni" 

miD B ti> 42 61 62 80 BO, 20S-2S4; of vltunin C, Ill- 
Methods and technique of nutrition ei- }P- ?f6-284^ 

perimenti {reference). 240. OMIum laeN: gtowtb requirements c*, 

Helhodi of measuring vitamin VBloe*, ^,™- ,„„ ,-, „,„ 

8B-78, 142-151. 174-179. 0"»- 182 ITl, 210. 

Methyl alcohol. 85. . Okra. vitamin B ta, 88. 

Merenrle chloride. 22. 47 ; sulfate, 35. S,'f"™"^f ,2S' \%k 

iLfi„A ffin Olive oil, 162, 1(0. 

MlJE' 14 19. 23, 80. 40. 77, 83, 83, Onion, vitamin B In 88, 212; ritunln 

105, 106, lOT, 113. 138-138. 140. ^^ in, 12S, 141, 212. 

141 167, 159. 182. 187. 197-198, 0»,'''?'',^'^ ^li oL ' ' ' ' 
204. 208, 213-217, 219. 231-229, 234, 183, 203, 236-260. 

235-280: vitamin A In, 181, 182, 0™"«e 'J"'<*V,''i8. 83, 90, IM, IM, 

fi^ ; ^t!."riln'd in%8'.^0?'-l<5!!' wl Ilk , "J. "^,, 24& i jflven Intn.™- 

107, 113, 134. 136, 137. 140, 183; "J.""^^' ^^l' 'i^,^f ift'.if.I' r iV 

condensed, vltumln A In. 183. 187. S'H'"',''^? ^%*^nT 'iin ?1B 11?' 

213, 234; vitamin B In, 82, 213, J\ ^^' A^' ,\^- -i}^ ' ' ' 

334; vitamin C In, 184. 135, 141; 118, 128, 141 211. 

dried, vitamin A in, 40, 182, 183, Orange peel, vitamin *,"»' "J- "1, 

ISB, 18T, 213; vitamin B In, 40, 7""!°'" ?.,'%,^,B' ^" ' ^^"°^ *^ 

83, 213; vitamin C In. 137, 138, In. 117, 141, 211. 

140, 141, 213; skimmed. 83, 182, 2'^'''-,35. 

187. 187-198, ^13, 247, 252; atertl- Orjianlne, 28-37, 267. 

i»vi ift4 Itn Ovarlea, 44, 84, 65, T9, 200. 

Mll^iupplV. 223. Oildatlon, 182-186 165-169, 208. 288. 

Mlilet'SrioS J'^^-^".-, ^,''~tV"r^a 1U 

MInlmnni smounla of foods sufficing to Oione. action of, on vitamin A, IW. 

meet vitamin requirement, 72. 269. 

Moisture, effect of, on atabllltr Of vl- Palm oil, 18'. 21<»i. „_ „_ „,„ _„ 

tamin C, 98, 98. Pancrens, 42, 64, 68, 82, 83, 210, aS9. 

Mongo (bean), vitamin B In, 83; vi- Paramecium, 241. 

tamln C In sprouted, 1*1. Parathyroid, 263. 

Monkey, scurvy In, 104, 108. 110, 248, Parsley, vitamin B in, 88, 90, 

2«, mi ..« g.l.»-pl. cm»»«, »~X"J.'"-.«I«, ». .CO. 
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; of eiperlmental acarr;, 140- 
I. SS. 212, S8B, 24 T, 



I, S4, SO, 211. 



Tltamia C tn, 9T, : 
Pecan B, 90. 212. 
PwL See Orange peel. 



24S, 24 a, 24T, Z4B, 249, 2B3, 204, 

265, 267, 2G8, 2S0. 
FenloilUum fflauoHn, tcrmrtb reqalre- 

menti -of, S9. 
Pharmacolosf of vitamin ■, 04, 256. 

See Blio Properties ta each tIU- 

mln. 
Phatralus radiatu*. 10, 80. 
Phatmtut vulffori; 80. 
PbenjI-lMcytoBlne, ST. 
Phlllppliiei. ttodj of beriberi In, 10. 
Pboniiiatic renal calmll, reUtloD to 

lack of TltamlD A. 193. 
■ Phoapboma ai Indicator of Tttanln B 

In gialtiB, 88, 243, 2GS ; Id ratatloD 

to rlcketa, 194, 2IS8, 2S4. See also 

Beriberi and relerencea, 2SS-2eO. 
Phoapbotuninlc acid, 22, 23, 3S, 42, 

4T. 239, 241. 
Picric acid, 47. 
Pig feeding, 239. 
Pig kidne? fat, ITS, 1ST. 
Pig llrr- "" 



Properties. Hummariied, of Tltamln A. 
103-169, 201-204; of Titamla B, 90- 
94; of TltamlD C, 162-150. 

ProtectlTO food* 183. 

Protein, method of freeing from Tlta- 
mln A, 1T9. 

Proteln-fre« milk, 14, 19, 88, 89, 48, 
B4, 168, 180. 

Protelna. beat coagnlatloD of, S37. 

Protein ■ of certalD' fooda eompaied. 
218. 22T, 228, 230, 249, 261. 

FrotocolB Id experimental acnrTj, 141^ 

Frunee, B4, 117, 211. 

PariDed food nibatancea, f««dlag ex- 

perlmentB witb, 14, IS, 39, 41. IST- 

ISS. 
Pdrioes, 241, 
Pyridine, SO. 
Pnlmldlnea, 37, 241. 

QuantltatlTc vork, lmportane« Id tI- 



Flg, acniTT In, 2SS. 

Plseona, 64. T6, 248, 2SS ; 

atarration and lack of Tltt 






Pilocarpine. 02, 04, 06, 287. 

Pineal gland. 78. 

Pine nnta, 212. 

Pltnltarj gland, 44, 64, 67, T9. 

Planta. green, deTelopment of vitamin 
A In. 173, 1T4 iST; growtb re- 
quirement a of, 09. 

Platlnam chloride, 22. 

Pneamoeoccua, growth cequlrementa 
of, 07. 

PolaociB. (enaltlveneaa to, tn avltaml- 
noui animals. 2ET. 

PolyneurltlB, avian, aa eipertmental 
beriberi, IS (aee Beriberi) ; of don, 
SO, ai; natrltlonal (see Beriberi). 

Park, 212. 232. 

Potato, 41, 68, 84, B9, 90, 101, 107, 
124, 12S, 142, ISO. 187, 212, 230, 
231, 242, 249; vltamlD A In, 1ST, 
212, 249: TltamlD B Id, 41. 68, 84, 
69, 212 ; Tltamln C In. 96, 101, 107, 
124, 126, 142. 212. 242. 

Pottto groel as Bntlsraniutle. 101. 

PoUto, BTteet, vitamin A Id. 168, 180. 
181, 187, 212. 231; vitamin B In, 
84, 89. 90, 212. 

Poaltry. Bee Meat. 

Pregnancy, effect of scorbntlo diet dur- 



k. Import* 



Rabbit, ophthalmia In, 340. 
Rachitic rosary, 108, 
Radish, 84, 212. 
Radium, effects of, compared n 



Refeedlng. 246. 24T. 
RehabllltatioD. natrltlonat. 238. 
Reproduction, 66, 60. 79, lOB, 19T-201, 
208, 217, 236, 240, 244, 260, 268, 

Requlrementa, nutritive, of man, S06> 

234. 
Realstai 201. Bee also 

Heal) 
Resplra 
Respirs In relation to 

lack IBS. 

Rbnbar 2, 268. 

RlbB. b 
Rice, S, 63, 84 68, ISJ, 



pollal 
BIcketa, 



DO. 01, DO, XOO, 

286, 287, 240, 
240, 248, 249, 
269; bran or 

8, 28. 00, 04, 
■tarck In diet 

,. 177. 

203, 23B, 230, 



testing tor 
64, «»^T0. 



dlacui 194-180. 

Roe, 210. 

Boots, 122-12G, 160. 162, 2S0. 
Butnbaga, 64, 80, 122, 12S, 128, 142, 

ISO, 212, 232. 
Rye, 64, 209, 230. 

8aoB)utrom]/oei etreoMa, growth n- 
qalrementB of, 60. 

SaUva, OB. 201, 267. 

Sapo^catlon. 202, 260. 

Banerknnt, 212. 

Scleratbtia (rfnerm, 07. 

Scorbutic diet. See Scurry and Tita- 
mla C. 

Scoring of severity of ^^erimental 
vy 147-160. 



DigitzfidbyGOOglq 



272 



SUBJECT INDEX 



99-llS, 14S-1113, 2SS-2eO; cDminnd 
with clinical, 89, 100, 110; fcfec- 
Hon accompinylng •currj, J02, 103 ; 
relattoQBbip to otbec dpQclenc; ill>- 
MBeB, eS: nibacate or latent (pr«- 
■ciirvy), 100, 107, 108, 342: Tarla- 
tlMiB Id BUBceptlblutr to, 101. 

Scurry eraM. 126. 

SeawHial TarlatloD In Incidence oC 
opbtbalmla. 19S ; of rlcketa. Ret 
RickelB. 

R«BWHd. 1T4. 1S8. 

Secntlu. 63, S4, 6S, 2SS, 237, 238, 



Teciinlqne. 8«e Methods. 

Teetb, lOfl, 108, 196, 339, 246. SDO, 
29S, 260. 

Temperature coefflclent of heat de- 
■trucKon of Titnniln C, 151, 164, 
19E ; body, relation of vitamin B, 
58 ; effect!. Bee Heatlnfi- 

Testa. See Hetbodi, Detection and 



. 89, 90, ST. 103, 



«™.K OB, P", ... ^«-, ."-. 129-1S3. 
142, 17'a, 180, 182. 281, 230, 249, 
250, 2G2. Bee also Oralna. 

Seedpoda, 131. 

Bhip-berlberl, 95, 97, 245. 

SllTer acetate. 85; nitrate, 2B; vita- 
min compound, 36, 37, 255. 

Bell, aailmonea In, 69. 

Solobllttle* at Tltamlni, ae« mmmarr 
of pTopertlei ander each. 

Barrel, 96, 142. 

Spinach, 42, 84, SO, 126, 164, 169, ISO, 
181, 189, 2i2. 239, 232; Titamin 
A In. IM, 139. ISO, 181, 188. 212; 
vitamin B In, 42, S4, 90, 212; Ti- 
tamin C In, 126. 

Spleen, effect of itarratlon and (tf lack 

wheat ptodacta, 218. 
1 antiMorbotlc, 142, 



Stamina, 1BT-; — , 

SfaphytooMiNi* ovmo, growtb of, 67. 

Starch, 206. 

Btarratlon, 64, 59, 30, 28S, 238, 244. 

Bee alio Inanition. 
Steam, eipoanre of vitamin A to. 101. 
atema, 125. 
Sterility, 69. 197. 200. 240, 263. See 

also RepniductloD. 
Stock teedlQK, 218. 219. 
BtoniRcb, effect of ■tarvatlon and <^ 

lack of vitamin, 64. 
Storage of food, effect on vltamina, 

1177 161, 16B, 183, 2B4: of vitamin 

A In the body^ 200, 201, 203. 
Strawberriea, 2Hfl. 
StT«ltocoecas. growth reqairementi 

Snckllns of yonns. See Lactation and 

Beprodnctlon. 
Sngar, 1S3, 208, 20S, 219. 
Summary of pronectlea of vitamin A, 

103-lOB. zAl-204; of vitamin B, 

90-94; of vitamin C, 192-lHS. 
Sunflower, development of vitamin A 

In green ahoota, 174. 188. 
Sunflower aeed oil. 162. 
BuDlli^t, In relation to rlcketa, 196. 

See alao Rleketi. 
Survival period of gnlnea-plga on diet 

lacklns vitamin C, 146; of rata on 

diet lacking vltamtn B, 76. 
Swede (Swedish tnmlp). Bee Rata- 

Sw^jD 



Therm 

Tbyml 



. ... S4, 66, 79. 263. 
tablUty. See Heating. 
', 21. 



I defl- 



Thymus. 14, 54, 82. 84, 248. 299. 

Thyroid, 44, 64, TO, 84, 248, 251. 264. 

Time curves of beat destrnctlon c4 
vitamin C. IBl. 

Timothy, 84, 160, 181, ISS. 

Tlqul-tlqul, 235. 

Togl (sprouted monEo), 8S. 

Tomato <]ulce), 60, 68, 86, 116, 120, 
123. 142, l4T-lEtO. 211, 233. 242, 
246: canned, 147-160, 211, 246; 
dried. 85, 120. 142, 211 ; vitamin A 
In, 180, 188, 211; vitamin B In, 
SO, 68, 86, 90, 211: vitamin C In, 
119, 120, 123, 142. 147-160, 211. 

Tomato seed, 86, 1S8. 

TOTuIlne, 24. 239. 

Toiln theory of polyDearltla, 01, OS. 

Trlmnell'-- ~" 

Trimeth! 

Tryptopt. 

Tumors, ... 

Tuberculosis, 19B. 208. 20S. 

Turnip. 85, 00^ 14^2, 188. 212. 225, 



142. 



B antlseorhntlc, 122, 12S, 



Sweetbread, 84, 210. 

Bwlne. 67. 172, 179, 187, 336, 244, 

368, 256. 
Synthesis <rf vitamin A In green 

plants, 203. 



; Swedish, Ss« 



282: tops. 1T4, 

Rutabaga. 
Types of food. 20T-234. 
Typhoid bacUll, production of rlta- 

mln by. 67. 

Dnderfeedini, Z40, 247, 263, 257. 8«ft 

Inanition and Starvation. 
Ultra-violet light. 190, 263, 259. 



•need by vltolnta, 61, I 

Valine. 86. 

yegetables, 89, 90, 66, lOT, 122-123, 
12T. 128, 109, 182-183, 304, 208, 



Velocity of beat d 
mln C, 149-164. 

VlKor as Influenced by vitamin A. 196- 
201. 208. 

Vitamin A, 12 17, 16T-204. 208-213, 
219, 228-234, 236-260; cbemlcal re- 
lationships. 109-174 ; correlation 
with pigmentation, 170-173 ; de- 
struction, 106-169, 1T8; develop- 
ment In plants, 173; dlatrlbatlon 
In animal products, 161, 181-1B4: 
In plant products, ITS -181 ; effect 
of deflclency, 167-160, 188-189, 1B4- 
201 ; extraction from plant tlasne, 
ISl, 164, 135 ; form of combination 
In plant tluue, 102, 163-169 ; In 
nutrition and health, 66, 188-201; 
occurrence, 174-188, 20S-213 ; prop- 
erties, summarised, 04, 161, 103- 
170, 201-204; relation ia reprodne- 
tloD, 197-200; ret«tl(Mi to rlckrta. 
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194-lWt ; Btormgc In boUj, IBl, 17B- 
ITfl, 181, 101. 200, 201, 203: mm- 
mary of earlier literature, 1BT-18B ; 
—- 'fng fooda for, 174-179 ; theory of 



142. 210-213, 22S: In plant tlt- 
and produFtB. 111-1S2, 1S8-142, 

209-212. 233-234; In treated lemon 



114: 



blolosicBl func 

-bllltr, 168, : 

ilQ B. 12-lT, - --, 

I, 233, 2S4, 23S-2S0 : aa antinen- 

niic aubatanre, 18-38, 48-S4 : aa «a- 

ter-BOluble B, 38-94 ; attempta at 






nai«r-w>1iible B, 41-93; 

n of planta, 66-89; meth- 

odB of tettlng for, 69-78, 94 ; phjal- 
cal propntlea of, 10. 19, 34, S8, 41, 
92, 93, 116-116 ; ph;Blologieal prop- 
ertlea of, 26-27. 43, 44, B4-69, 79, 
91, 162 : relation to carbohydrate 
metabollam, 61, 62 ; relation to 
QQCIear metabollim, 91. 92 ; rela- 
tion to pnrlnea and pyrimidlnea, 94 ; 
relation to reproduction. 79: aola- 
blllty, 41, *li, 60; atabllltT, 44, 62; 
mmmarr of propertlea, 90-94 ; fhle 
of reported occurrence. 80-85 ; tenna 
at present Included under TltamlD 
B, 90. 
Tltamln C. 16-lT, ftG-lBS, 208-218, 228, 
231-234, 235-260; ai factor In nor- 
mal nnirltinn of BnlmalB generally, 
1 ration for atady of, 



Julci 
tlea. 

lied, 1S2-1IIS ; qnant 
of behailor. 142-102; separation 
from vltamiD B. 110. 116; BtataUlty, 
effect of molatore, 98, 99 (aee alao 
under "destruction," above) : alor- 
age In body, 111, 114, 132; ang- 
yeatloQ of ayntheala by rat. Ill; 
aummary cJ literature, 90-111; ta- 
bles of reported occurrence, 138-142, 
208-213. 

Vltamlna, elairifled, 12-17, B3 ; com- 
pared witb ensymes, 1S9 ; dlBcoT- 
ery of, 7-14 ; relation to bacteria, 
etc., 68 ; relation t« nitrogen eqnl- 
llbrlum, 23S. See also under Vlu- 
mtn A. Vitamin B, and VlUmIn C. 

Vomiting caused by lack of Tltaraln 



144 ; deetroctloa of, by aUallea, 90, 
- '-1-10B; ■ 

-_. ,- Ing, :._. , _, ._, 

120, _m, IW-lOl; by_oiIdotlon. 128, 



li8,'ll7.'ioi-i'OB ;"liy dlfferenTrneth- 
• I of _cooklng,_ 12T ; by heat, 9«, 



effects of laBuffldent, 107, 10^, 12^ 
(see alao Scurry) ; effects of grad- 
uated doBea Id eiperlmeotal Bcnrvy, 
147-150; extraction by alcohol, 117; 
Id animal tlasuet and milk, 182-136. 



Walnuts, SO, 212. 

Water-solable B. see Tltamln B. 

Water-soluble C, see Vitamin C, 

Wetgbt carves of animals on experl' 
mental dIetiL 12, 18, 76. 148, 17B, 
176, 19T, 199. 215, 213, 21T, 224, 
225. 

Whnle nil. 188. 210. 

!. 218. 



[anthopbyll, 202. 

[erophtbalmla. 12. 14. 1S9, 192, 193, 
203, 236 2S0. See also Opbthalmla. 
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